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(57) Abstract 

An isolated, substantially homogenous hK2 polypeptide is provided as well as isolated nucleic acid molecules encoding hK2 
polypeptide, including (a) a cDNA molecule comprising the nucleotide sequence of the coding region of human i hK2 jjene; (O) a dm a 
molecule capable of hybridizing under stringent conditions to a molecule of (a); and (c) a genetic variant of any of the DN A molecules of 
(a) and (b) which encodes of polypeptide processing an antigenic function of naturally occurring polypeptide. 
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RECOMBINANT HK2 POLYPEPTIDE 



5 Rack-ground of the Invention 

The glandular kallikreins are a subgroup of serine proteases 
which are involved in the post-translational processing of specific polypeptide 
precursors to their biologically active forms. The human kallikrein gene 
family consists of three members: prostate-specific antigen, human glandular 

10 kallikrein, and pancreatic/renal kallikrein. See LA. Clements, Endocr. RsV-» 
1& 393 (1989) and T.M. Chu et al. (U.S. Patent No. 4,446,122). A common 
nomenclature for these members of the tissue (glandular) kallikrein gene 
families was recently adopted by T. Berg et al., in Regent Progress on Kinins; 
Biochemistry and Molecular B iology of the Kallikrein-Kinin System, Agents 

15 and Actions Supplements. Vol. I.. R Fritz et al.., eds., Birkkauser Verlag, 
Basel (1992), and is defined in Table I, below. 



20 



New 
Designa- 
25 turn 

hKLKl 



30 



35 



hKLK2 



hKLK3 



TABLE 1 

The Human Tissue Kallikrein Gene Family 
f^nnmvpd species designation: USA) 



Previous 
Designa- 
tions. 

KLK1 
hRKALL 



KLK2 
hGK-1 
hKK-3 

PSA 

PA 

APS 



mRNA/cDNA 

AHK1 and 

phKK25 

cDNAs 



AHPSA-1 
and PSA 
cDNAs 



PjStsin 

tissue kalli- 
krein (renal/ 
pancrease/sali- 
vary) 



New Protein 
resignation 

hKl 



prostate-specific 
glandular kalli- 
krein 

PS A (prostate- 
specific antigen) 



bK2 



hK3 
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Hie DNA sequence homology between hKLK2 and hKLK3 
(exon regions) is 80%, whereas the homology between hKLK2 and hKLKl is 
65% The deduced amino acid sequence homology of hK2 to hKl is 57% 
Amino acid sequences deduced by LJ. Schedlicfa et al., DNA. 6, 429 (1987) 
5 ™h n t Mnrri^ Hin. Exp. Pharm acol. Phvsiol. 16, 345 (1989) indicate that 
hK2 may be a trypsin-like serine protease, whereas hK3 (PSA) is a 
chymotrypsin-like serine protease. Therefore, if hK2 is indeed secretory, it 
may have a different physiological function than hK3. 

Hie hKLK2 gene is located about 12 kbp downstream from the 
10 hKLK3 gene in a head-totail fashion on chromosome 19. (P.H. Riegman et 
al., FKRS T^tt. 247. 123, (1989)). The similarities of gene structure and 
deduced amino acid sequences of these human kallikreins suggest that their 
evolution may involve the same ancestral gene. Most interestingly, as 
reported by Morris, eked supra; P. Chapdelaine, FFRS T^tt. 236. 205 (1988); 
15 and Young, ftinchemistrv. 31. 1952 (1992), both hK2 and hK3 may be 
expressed only in the human prostate, while expression of hKl is limited to 
the pancreas, submandibular gland, kidney, and other nonprostate tissues. 

Tremendous interest has been generated in hK3 (PSA) because 
of the important role it plays as a marker to detect and to monitor progression 
20 of prostate carcinoma Its usefulness as a marker is based on the elevated 
serum concentration of circulating hK3 proteins which are frequently 
associated with prostatic cancer. The serum concentration of hK3 has been 
found to be proportional to the cancer mass in untreated patients, but is also 
proportional to the volume of hyperplastic tissue in patients with benign 
25 prostatic hyperplasia (BPH). The senim levels of hK3 become reduced 
following prostate cancer therapy. 

Despite the information which can be ascertained about hK2 
from die genomic DNA sequence, very little is known about the hK2 
polypeptide itself The reason for this is that the protein has not been purified 
30 and characterized. Thus, a need exists for a method to obtain hK2 

polypeptide and related polypeptides in sufficient quantity and purity for 
characterization and for use as therapeutic/diagnostic agents or reagents. 
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Summary of the Invention 
The present invention provides an isolated, substantially 
homogenous hK2 polypeptide. As used herein, in the term "hK2 polypeptide" 
includes pre-pro hK2, pro hK2 and mature hK2 polypeptides. Pre-pro hK2 is 
5 secreted by the cell in vivo, and is cleaved during secretion to yield pro hK2, 
which is then enzymatically cleaved in the extracellular environment to yield 
"mature" hK2. Most preferably, the hK2 polypeptide is contiguous in amino 
acid sequence with SEQ ID NO: 16, SEQ ID NO: 6 or SEQ ID NO: 10. 

The present invention also provides isolated nucleic acid 
10 molecules encoding hK2 polypeptide, including (a) a cDNA molecule 

comprising the nucleotide sequence of the coding region of the hK2 gene; (b) 
a DNA molecule capable of hybridizing under stringent conditions to a 
nucleotide sequence complementary to the nucleotide sequence of (a); and (c) 
a genetic variant of any of the DNA molecules of (a) and (b) which encodes 
15 of polypeptide processing an antigenic function of naturally occurring hK2 
polypeptide. Preferably, the nucleic acid comprises a discrete, isolated DNA 
or RNA molecule encoding the complete hK2 polypeptide, which can include 
the pre-pro, pro or mature forms. Most preferably, the nucleic acid is a DNA 
sequence contiguous with SEQ ID NO: 5, 7 or 9, i.e., as shown in Figs. 5, 6 
20 or 7. These DNA sequences can be produced using the polymerase chain 
reaction (PCR), and novel oligonucleotide primers employed in the synthesis 
are also an embodiment of the invention. 

The nucleic acid sequence also can comprise a promoter 
operably linked to the nucleic acid sequence. Therefore, the invention also 
25 comprises a chimeric expression vector comprising the above-described 

nucleic acid sequence, operationally linked to control sequences recognized by 
a host cell transformed with the vector, as well as said transformed host cell, 
and methods of its preparation and use to produce recombinant hK2. Thus, 
the present invention also provides a method of using a nucleic acid molecule, 
30 such as a cDNA clone encoding hK2 polypeptide, comprising expressing the 
nucleic acid molecule in a cultured host cell transformed, preferably stably 
transformed, with a chimeric expression vector comprising said nucleic acid 
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molecule operably linked to control sequences recognized by the host cell 
transformed with the vector, and recovering the hK2 polypeptide from the 
transgenic host cell, i.e., from the culture medium. As used herein, the term 
"chimeric" means that the vector comprises DNA from at least two different 
5 species, or comprises DNA from the same species, which is linked or 
associated in a manner which does not occur in the "native" form of said 
species. 

More specifically, E. coli and baculovirus insect cells systems 
have been employed to produce hK2 polypeptides in two forms, i.e. pre-pro 

10 hK2 (pphK2) and mature hK2 (mhK2). Thus, the present invention provides 
die first example of the overexpression of hK2 in heterologous systems. 
However, although pphK2 produced in E. coli has proven to be an invaluable 
resource for generating antibodies to the denatured form of the protein, it is 
desirable to both discern the steps involved in the biosynthesis of hK2 and to 

15 obtain antibodies specific for the fully processed and secreted form of the 
protein. Therefore, mammalian cell systems have been employed to produce 
hK2 polypeptides. Thus, the present invention also provides the first example 
of the expression of hK2 in mammalian cells and purification and 
characterization of the secreted protein. 

20 The high degree of amino acid sequence homology of hK2 with 

hK3 indicates that measuring serum concentrations of both proteins may be 
useful in the diagnosis and monitoring of prostate cancer. For example, the 
antibodies developed against hK3 now used in these assays could theoretically 
also recognize hK2, because of mutual contamination in the antigenic 

25 preparations used to develop the anti-hK3 antibodies or because of antibody 
cross-reactivity between these two proteins. This could account for die 
substantial percentage of false positive results which are observed in current 
hK3 assays. On the other hand, if circulating hK2 levels are also elevated 
above baseline levels in prostate cancer patients, detection of hK2 by hK2- 

30 specific antibodies could provide an alternative, confirmatory assay for 
prostate cancer. 
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Therefore, hK2 polypeptide, as well as variants and subunits 
thereof; produced by the present method can be used to produce populations 
of antibodies that, in turn, can be used as the basis for assays to detect and 
quantify hK2 polypeptide (or "protein") in samples derived from tissues such 

5 as prostate carcinomas, cells such as prostate cell lines, or from fluids such as 
seminal fluid or blood Thus, the present invention also provides populations 
of monoclonal or polyclonal antibodies that specifically bind to hK2 
polypeptide, while not significantly binding to hK3. The term "significantly" 
is defined by reference to the comparative assays discussed below. These 

10 antibodies can also be used in affinity chromatography, to purify mammalian 
hK2 from natural sources. The isolated, substantially homogeneous hK2 can 
also be employed as a component in diagnostic assays for "native" hK2 in 
samples derived from human tissues or physiological fluids. For example, the 
recombinant hK2 can be bound to a detectable label and employed in 

15 competitive immunoassays for hK2, as described in U.S. patent application 
Serial No. 08/096,946, filed July 22, 1993. 

As used herein with respect to the present invention, the terns 
"hK2 polypeptide," "hK2 protein," and "hK2" are considered to refer to 
identical human materials, unless otherwise indicated. 

20 

Brief Description of the Figures 
Figure 1 depicts a time course study of recombinant pphK2 in 
s/9 cells infected with recombinant pphK2 virus. At each of the time points 
cells were depleted of methionine and cysteine for 1 hour in deficient media 
25 and then supplemented with [ 35 S]-methione and [ 35 S]-cysteine. Protein was 
determined by Bradford assay. Aliquots of protein (20 (ig) were loaded onto 
a 12% Tris-Glycine SDS gel. A Phosphorimager cassette was exposed 
overnight The band of interest is indicated with an arrow, w.t: wild type. 

Figure 2 depicts the detection of recombinant mhK2 in cell 
30 lysate fractions. S/9 cells were infected either with recombinant mhK2, wild 
type or left uninfected for 48 hours. Methionine and cysteine pools were 
depleted for 1 hour in deficient media Cells were supplemented with [ 35 S]- 
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methionine and [ 35 S]<ysteine for 6 hours. Cells were separated into soluble 
and insoluble fractions using H 2 0 and repeated freeze/thaw conditions. 
Aliquots of protein (50 ^ig per lane) were loaded onto a 10% Tris-Glycine 
SDS gel and electrophoresed The gel was dried and exposed to x-ray film 
5 for 2 days. The band of interest is indicated with an arrow. 

Figure 3 depicts the expression of recombinant pphK2 in E. 
coli. E. coli strain BL21 (DE3) LysS harboring pBppHK2 was grown in LB 
media to O.D. m 0.2 and incubated without (lane 2, not-induced (N)) or with 
(lane 3, induced (I)) 0.4 mM IPTG for 2 his. Cells were lysed in sample 
10 buffer and subjected to SDS/PAGE on a 4-20% gradient gel Protein bands 
were visualized by staining the gel with Coomassie blue. 

Figure 4 depicts the amino acid sequences of mature hK2 
(deduced from cDNA sequence, SEQ ID NO: 16) and hK3 (SEQ ID NO: 1). 
Underlined sequences denote nonhomologous regions that can be used for 
15 preparation of antibodies specific to hK2. 

Figure 5 depicts pphK2 cDNA containing a BamHl site at the 
5 T end and a Pstl site at the 3' end (SEQ ID NO: 5) (coding strand is 
numbered) as well as the amino acid sequence of pre-pro hK2 encoded 
thereby (SEQ ID NO: 6). Hie amino acid sequences of pro hK2 and mature 
20 hK2 are also shown on the Figure. 

Figure 6 depicts mhK2 cDNA containing an EcoRl site at the 
5 1 end and Pstl site at the 3' end (SEQ ED NO: 7), as well as the 
corresponding amino acid sequence (SEQ ID NO: 8) which encompasses the 
amino acid sequence of mhK2 polypeptide. 
25 Figure 7 depicts pro hK2 DNA (SEQ ID NO: 9) (coding strand 

is numbered) and the amino acid sequence of pro hK2 (SEQ ID NO: 10). 

Figure 8 depicts a gel confirming the expression of recombinant 
pphK2 in a mammalian cell line. AV12-pGThK2 (Lane 4-6) and AV12-pGT- 
d (Lane 3) clonal cell lines woe grown in D10F media. About 300pl of 
30 spent medium from the above clones were concentrated and subjected to 
SDS/PAGE along with See Blue MW marker (lane 1) and pphK2 lysate from 
E. coli cells (lane 2). The gel was blotted onto nitrocellulose paper and 
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immunoblotted using a 1/1000 dilution of anti-pphK2 rabbit antiserum. HRP- 
goat anti-rabbit was used as the secondary probe and the blot was developed 
by DAB plus HA. Lane 3 (AV12-pGT-d) is AV12 transfected with vector 
without insert 

5 Figure 9 depicts the DEAE chromatography of AV12 media 

The sample was applied in a bicarbonte buffer, pH 8 and eluted with a salt 
gradient The solid line is the A m elution profile. The triangle line 
represents the ELISA assay of individual samples which had been dried onto 
microtiter plates and developed with rabbit anti-hK2 antibody. 

!0 Figure 10 depicts the hydrophobic interaction profile of DEAE 

fractions. The fractions were pooled, concentrated and applied to an HIC 
column in 1.2 M sodium sulfate, and eluted with a decreasing salt gradient 
The solid line is and the triangle line shows the ELISA assay profile of 
the fractions using rabbit anti-hK2 antibody. 

15 Figure 1 1 depicts the Size Exclusion Chromatography of HIC 

purified prohK2, in particular, the A^ profile of 22 min peak eluted off HIC 
column. The 19.4 min peak appears homogeneous by SDS-PAGE. After this 
peak was lyophilized, the N-terminal sequence and amino acid composition 
confirmed its identity as the pro form of hKl 

20 Figure 12 depicts the SDS/PAGE analysis of prohK2 and PSA. 

1.5ug of purified phK2 or PSA was boiled in sample buffer containing (R) or 
not containing (N) 1% BME. Samples were subjected to SDS/PAGE on a 4- 
20% gel. The protein bands were visualized by staining the gel with silver. 

25 Detailed Desg -iptinn nf the Invention 

As used herein, the term "hK2 polypeptide" preferably 
encompasses the recombinant pre-pro, pro and mature hK2 polypeptides. As 
proposed herein, a mature hK2 polypeptide having the amino acid sequence 
shown in Fig. 4 (SEQ ID NO: 16), as well as "variant" polypeptides which 
30 share at least 90% homology with SEQ ID NO: 16 in the regions which are 
substantially homologous with nK3, i.e., which regions are not identified by 
bars as shown in Fig. 4. Such hK2 polypeptides also possess antigenic 
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function in common with the mature hK2 molecule of Fig. 4, in that said 
polypeptides are also definable by antibodies which bind specifically thereto, 
but which do not cross-react with hK3 (or hKl). Preferably, said antibodies 
react with antigenic sites or epitopes that are also present on the mature hK2 
5 molecule of Fig. 4. Antibodies useful to define common antigenic function 
are described in detail in Ser No. 08/096,946, Le., polyclonal antisera 
prepared in vivo against hK2 submit 41-56. 

"Isolated hK2 nucleic acid* is RNA or DNA containing greater 
than 15, preferably 20 or more, sequential nucleotide bases that encode a 
10 biologically active hK2 polypeptide or a variant fragment thereof; that is 
complementary to the non-coding strand of the native hK2 polypeptide RNA 
or DNA, or hybridizes to said RNA or DNA and remains stably bound under 
stringent conditions. Thus, the RNA or DNA is isolated in that it is free from 
at least one contaminating nucleic acid with which it is normally associated in 
15 the natural source and is preferably substantially free of any other mammalian 
RNA or DNA. The phrase "free from at least one contaminating source 
nucleic acid with which it is normally associated" includes the case where the 
nucleic acid is reintroduced into the source or natural cell but is in a different 
chromosomal location or is otherwise flanked by nucleic acid sequences not 
20 normally found in the source cell. An example of isolated hK2 nucleic acid is 
RNA or DNA that encodes a biologically active hK2 polypeptide sharing at 
least 90% sequence identity with the hK3-homologous regions of the hK2 
peptide of Fig. 4, as described above. The terra "isolated, substantially 
homogenous" as used with respect to an hK2 polypeptide is defined in terms 
25 of the methodologies discussed herein below. 

As used herein, the torn "recombinant nucleic acid," i.c, 
"recombinant DNA" refers to a nucleic acid, Le^ to DNA that has been 
derived or isolated from any appropriate tissue source, that may be 
subsequently chemically altered in vitro, an later introduced into target host 
30 cells, such as cells derived from animal, plant, insect, yeast, fungal or 

bacterial sources. An example of recombinant DNA "derived" from a source, 
would be a DNA sequence that is identified as a useful fragment encoding 



WO 95/30758 



PCT/US95/06157 



10 



9 

hK2, or a fragment or variant thereof; and which is then chemically 
synthesized in essentially pure form. An example of such DNA "isolated" 
from a source would be a useful DNA sequence that is excised or removed 
from said source by chemical means, e.g, by the use of restriction 
endonucleases, so that it can be further manipulated, e.g., amplified, for use in 
the invention, by the methodology of genetic engineering. 

Therefore, "recombinant DNA" includes completely synthetic 
DNA sequences, semi-synthetic DNA sequences, semi-synthetic DNA 
sequences, DNA sequences isolated from biological sources, and DNA 
sequences derived from introduced RNA, as well as mixtures thereof 
Generally, the recombinant DNA sequence is not originally resident in the 
genome of the host target cell which is the recipient of the DNA, or it is 
resident in the genome but is not expressed. 

The recombinant DNA sequence, used for transformation 
15 herein, may be circular or linear, double-stranded or single-stranded 
Generally, the DNA sequence is in the form of chimeric DNA, such as 
plasmid DNA, that can also contain coding regions flanked by control 
sequences which promote the expression of the recombinant DNA present in 
the resultant cell line. For example, the recombinant DNA may itself 
comprise a promoter that is active in mammalian cells, or may utilize a 
promoter already present in the genome that is the transformation target 
Such promoters include the CMV promoter, as well as the SV 40 late 
promoter and retroviral LTRs (long terminal repeat elements). Aside from 
recombinant DNA sequences that serve as transcription units for hK2 or 
25 portions thereof, a portion of the recombinant DNA may be urrtranscribed, 
serving a regulatory or a structural function. 

"Control sequences" is defined to mean DNA sequences 
necessary for the expression of an operably linked coding sequence in a 
particular host organism. The control sequences that are suitable for 
30 prokaryotic cells, for example, include a promoter, and optionally an operator 
sequence, and a ribosome binding site. Eukaryotic cells are known to utilize 
promoters, polyadenylation signals, and enhancers. 



20 
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"Operably linked" is defined to mean that the nucleic acids are 
placed in a functional relationship with another nucleic acid sequence. For 
example, DNA for a presequence or secretory leader is operably linked to 
DNA for a polypeptide if it is expressed as a preprotein that participates in 

5 the secretion of the polypeptide; a promoter or enhancer is operably linked to 
a coding sequence if it affects the transcription of the sequence; or a ribosome 
binding she is operably linked to a coding sequence if it is positioned so as to 
facilitate translation. Generally, "operably linked" means that the DNA 
sequences being linked are contiguous and, in the case of a secretory leader, 

10 contiguous and in reading phase. However, enhancers do not have to be 
contiguous. Linking is accomplished by ligation at convenient restriction 
sites. If such sites do not exist the synthetic oligonucleotide adaptors or 
linkers are used in accord with conventional practice. 

Aside from recombinant DNA sequences that serve as 

15 transcription units for hK2 or portions thereof a portion of the recombinant 
DNA may be untranscribed, serving a regulatory or a structural fiinctioa 

The recombinant DNA to be introduced into the cells further 
will generally contain either a selectable marker gene or a reporter gene or 
both to facilitate identification and selection of transformed cells from the 

20 population of cells sought to be transformed Alternatively, the selectable 
marker may be carried on a separate piece of DNA and used in a co- 
transformation procedure. Both selectable markers and reporter genes may be 
flanked with appropriate regulatory sequences to enable expression in the host 
cells. Useful selectable markers are well known in the art and include, for 

25 example, antibiotic and herbicide-resistance genes, such as ns& hpt dhfr, bat 
aroA dapA and the like. 

Reporter genes are used for identifying potentially transformed 
cells and for evaluating the functionality of regulatory sequences. Reporter 
genes which encode for easily assayable proteins are well known in the art 

30 In general, a reporter gene is a gene which is not present in or expressed by 
the recipient organism or tissue and which encodes a protein whose expression 
is manifested by some easily detectable property, e.g., enzymatic activity. 
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Preferred genes include the chloramphenicol acetyl transferase gene (cat) from 
Tn9 of E. coli. the beta-giucuronidase gene (gus) of the uidA locus of ELM, 
and the luciferase gene from firefly Phntinus pvralis. Expression of the 
reporter gene is assayed at a suitable time after the DNA has been introduced 
5 into the recipient cells. 

Other elements functional in the host cells, such as introns, 
enhancers, polyadenylation sequences and the like, may also be a part of the 
recombinant DNA. Such elements may or may not be necessary for the 
function of the DNA, but may provide improved expression of the DNA by 
10 affecting transcription, stability of the mRNA, or the like. Such elements may 
be included in the DNA as desired to obtain the optimal performance of the 
transforming DNA in the cell. 

The general methods for constructing recombinant DNA which 
can transform target cells are well known to those skilled in the art, and the 
15 same compositions and methods of construction may be utilized to produce 
the DNA useful herein. For example, J. Sambrook et al., Molecular Cloning; 
A Tahnratmv Manual . Cold Spring Harbor Laboratory Press (2d ed, 1989), 
provides suitable methods of construction. 

The recombinant DNA can be readily introduced into the target 
20 cells by transfection with an expression vector comprising cDNA encoding 
MC2, for example, by the modified calcium phosphate precipitation procedure 
of C. Chen et al., Mol. Cell. Biol.. Z 2745 (1987). Transfection can also be 
accomplished by lipofectin, using commercially available kits, e.g., provided 
by BRL. 

25 Suitable host cells for the expression of hK2 polypeptide are 

derived from multicellular organisms. Such host cells are capable of complex 
processing and glycosylation activities. In principle, any higher eukaryotic 
cell culture is workable, whether from vertebrate or invertebrate culture. 
Examples of invertebrate cells include plant and insect cells. Numerous 

30 baculoviral strains and variants and corresponding permissive insect host cells 
from hosts such as Spodoptera frugiperda (caterpillar), Aedes aegypti 
(mosquito), Aedes dbopictus (mosquito), DrosopHla melanogaster (fruitfly), 
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and Bombyx mori have been identified See, e.g., Luckow et al., 
Bio/Technologv. & 47 (1988); Miller et al., in fieneric Engineering. J. K. 
Setlow et aL, eds., Vol. 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda 
et aL, Nature. 315:592 (1985). A variety of viral strains for transfection are 

5 publicly available, e.g., the L-l variant of Autognpha cdifomica NPV and the 
Bm-5 strain of Bombyx mori NPV, and such viruses may be used, preferably 
for transfection of Spodopteru frugiperda cells. 

Recovery or isolation of a given fragment of DNA from a 
restriction digest can empoly separation of the digest on polyaoylamide or 

10 agarose gel by electrophoresis, identification of the fragment of interest by 
comparison of its mobility versus that of marker DNA fragments of known 
molecular weight, removal of the gel section containing the desired fragment, 
and separation of the gel from DNA. For example, see Lawn et al., Nwteic 
Acids Res.. 2, 6103-6114 (1981), and Goeddel et al., NvPkic Aoids Res,, & 

15 4057 (1980). 

"Southern analysis" or "Southern blotting 11 is a method by 
which the presence of DNA sequences in a restriction endonuclease digest of 
DNA or DNA-containing composition is confirmed by hybridation to a 
known, labeled oligonucleotide or DNA fragment Southern analysis typically 

20 involves electrophoretic separation of DNA digests on agarose gels, 

denaturation of the DNA after electrophoretic separation, and transfer of the 
DNA to nitrocellulose, nylon, or another suitable membrane support for 
analysis with a radiolabeled, biotinylated, or enzyme-labeled probe as 
described in sections 9.37-9.52 of Samhrook et al., supra. 

25 "Northern analysis" or ,r Northem blotting" is a method used to 

identify RNA sequences that hybridize to a known probe such as an 
oligonucleotide, DNA fragment, cDNA or fragment thereof, or RNA fragment 
The probe is labeled with a radioisotope such as 32-P, by biotinylation or with 
an enzyme. The RNA to be analyzed can be usually electrophoretically 

30 separated on an agarose or polyaoylamide gel, transferred to nitrocellulose, 
nylon, or other suitable membrane, and hybridized with the probe, using 
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standard techniques well known in the art such as those described in sections 
7.39-7.52 of Sambrook et al., suprcu 

"Polymerase chain reaction" or "PCR" refers to a procedure or 
technique in which amounts of a preselected piece of nucleic acid, RNA 

5 and/or DNA, are amplified as described in U.S. Patent No. 4,683,195. 
Generally, sequence information from the ends of the region of interest or 
beyond is employed to design oligonucleotide primers. These primers will be 
identical or similar in sequence to opposite strands of the template to be 
amplified PCR can be used to amplify specific RNA sequences, specific 

10 DNA sequences from total genomic DNA, and cDNA transcribed from total 
cellular RNA, bacteriophage or plasmid sequences, and the like. See 
generally Mullis et al., Cold Spring Harbor Symp. Quant Biol, 51, 263 
(1987); Erlich, ed, PCR Technology, (Stockton Press, NY, 1989). 

"Stringent conditions" are those that (1) enqjloy low ionic 

15 strength and high temperature for washing, for example, 0.015 M NaCl/0.0015 
M sodium citrate (SSC); 0.1% sodium lauryl sulfate (SDS) at 50°C, or (2) 
employ during hybridization a denaturing agent such as formamide, for 
example, 50% (vol/vol) formamide with 0.1% bovine serum albumin/0.1% 
Ficoll/0.1% polyvinylpyrrolidone/50 mM sodium phosphate buffer at pH 6.5 

20 with 750 mMNaCl, 75 mM sodium citrate at 42°C. Another example is use 
of 50% formamide, 5 x SSC (0.75 M NaCl, 0.075 M sodium citrate), 50 mM 
sodium phosphate (pH 6.8), 0.1% sodium pyrophosphate, 5 x Denhardfs 
solution, sonicated salmon sperm DNA (50 ngtal), 0.1% SDS, and 10% 
dextran sulfate at 42°C, with washes at 42°C in 0.2 x SSC and 0.1% SDS. 

25 When hK2 polypeptide is expressed in a recombinant cell other 

than one of human origin, the hK2 polypeptide is completely free of proteins 
or polypeptides of human origin. However, it is necessary to purify hK2 
polypeptide from recombinant cell proteins or polypeptides to obtain 
preparations that are substantially homogeneous as to hK2 polypeptide. For 

30 example, the culture medium or lysate can be centrifuged to remove 

particulate cell debris. The membrane and soluble protein fractions are then 
separated The hK2 polypeptide may then be purified from the soluble 
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protein fraction and, if necessary, from the membrane fraction of the culture 
lysate. HK2 polypeptide can thai be purified from contaminant soluble 
proteins and polypeptides by fractionation on immunoaffinity or ion-exchange 
columns; ethanol precipitation; reverse phase HPLC; chromatography on silica 
5 or on a cation-exchange resin such as DEAE; chromatofocusing; SDS-PAGE; 
ammonium sulfate precipitation; gel filtration using, for example, Sephadex 
G-75; or ligpnd affinity chromatography. 

Once isolated from the resulting transgenic host cells, 
derivatives and variants of the hK2 polypeptide can be readily prepared For 

10 example, amides of the hK2 polypeptides of the present invention may also be 
prepared by techniques well known in the art for converting a carboxylic acid 
group or precursor, to an amide. A preferred method for amide formation at 
the C-tenninal carboxyl group is to cleave the polypeptide from a solid 
support with an appropriate amine, or to cleave in the presence of an alcohol, 

15 yielding an ester, followed by aminolysis with the desired amine. 

Salts of carboxyl groups of the hK2 polypeptide may be 
prepared in the usual manner by contacting the peptide with one or more 
equivalents of a desired base such as, for example, a metallic hydroxide base, 
e.g., sodium hydroxide; a metal carbonate or bicarbonate base such as, for 

20 example, sodium carbonate or sodium bicarbonate; or an amine base such as, 
for example, triethylamine, triethanoiamine, and the like. 

N-acyl derivatives of an amino group of the present 
polypeptides may be prepared by utilizing an N-acyl protected amino acid for 
the final condensation, or by acylating a protected or unprotected peptide. O 

25 acyl derivatives may be prepared, for example, by acylation of a free hydroxy 
peptide or peptide resin. Either acylation may be carried out using standard 
acylating reagents such as acyl halides, anhydrides, acyl imidazoles, and the 
like. Both N- and Oacylation may be carried out together, if desired In 
addition, the internal hK2 amino acid sequence of Fig. 4 can be modified by 

30 substituting one or two conservative amino acid substitutions for the positions 
specified, including substitutions which utilize the D rather than L form. The 
invention is also directed to variant or modified forms of the hK2 polypeptide 
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of Fig. 4. One or more of the residues of this polypeptide can be altered, so 
long as antigenic function is retained Conservative amino acid substitutions 
are preferred-that is, for example, aspartic-glutamic as acidic amino acids; 
lysme/arginke/histidine as basic amino acids; leucine/isoleucine, 
5 methionine/valine as hydrophobic amino acids; 

serine/glycme/alanine/threonine as hydrophilic amino acids. 

Acid addition salts of the polypeptides may be prepared by 
contacting the polypeptide with one or more equivalents of the desired 
inorganic or organic acid, such as, for example, hydrochloric acid. Esters of 
10 carboxyl groups of the polypeptides may also be prepared by any of the usual 
methods known in the art 

Once isolated, hK2 polypeptide and its antigenically active 
variants, derivatives and fragments thereof can be used in assays for hK2 in 
samples derived from biological materials suspected of containing hK2 or 
15 anti-hK2 antibodies, as disclosed in detail in Serial No. 08/096,946. For 
example, the hK2 polypeptide can be labelled with a detectable label, such as 
via one or more radiolabelled peptidyl residues, and can be used to compete 
with endogenous hK2 for binding to anti-hK2 antibodies, i.e., as a "capture 
antigen" to bind to anti-hK2 antibodies in a sample of a physiological fluid, 
20 via various competitive immunoassay format for hK2 which uses immobilized 
anti-hK2 antibodies is carried out by: 

(a) providing an amount of anti-hK2 antibodies attached to a solid 
surface; 

(b) mixing the sample of physiological fluid to be tested with a 
25 known amount of hK2 polypeptide which comprises a 

detectable label, to produce a mixed sample; 

(c) contacting said antibodies on said solid surface with said mixed 
sample for a sufficient time to allow immunological reactions 
to occur between said antibodies and said hK2, and between 

30 said antibodies and said labelled polypeptide; 

(d) separating the solid surface from the mixed sample; 
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(e) detecting or deteraiining the presence or amount of labelled 
polypeptide either bound to the antibodies on the solid surface 
or remaining in the mixed sample; and 

(f) determining from the result in step (e) the presence or amount 
5 of said hK2 in said sample. 

In another format which can detect endogenous hK2 in a 
sample by a competitive inhibition immunoassay, a known amount of anti- 
hK2 antibody is added to a sample containing an unknown amount of 
endogenous hK2. The known amount is selected to be less than the amount 

10 required to complex all of the hK2 suspected to be present, e.g., that would be 
present in a sample of the same amount of physiological fluid obtained from a 
patient known to be prostate cancer. Next, a known amount of the hK2 
polypeptide of the invention or a subunit thereof comprising a detectable 
label is added. If endogenous hK2 is present in the sample, fewer antibodies 

15 will be available to bind the labelled hK2 polypeptide, and it will remain free 
in solutioa If no endogenous hK2 is present, the added labelled polypeptide 
will complex with the added anti-hK2 antibodies to form binary complexes. 
Next, the binary antibody-antigen complexes are precipitated by an anti- 
mammal IgG antibody (sheep, goat, mouse, etc.). The amount of radioactivity 

20 or other label in the precipitate (a ternary complex) is inversely proportional 
to the amount of endogenous hK2 that is present in the sample, e.g., a pellet 
containing reduced amounts of radioactivity is indicative of the presence of 
endogenous hK2. 

Alternatively to the conventional techniques for preparing 

25 polyclonal antibodies or antisera in laboratory and farm animals, monoclonal 
antibodies against hK2 polypeptide can be prepared using known hybridoma 
cell culture techniques. In general, this method involves prepared an 
antibody-producing fused cell line, e.g., of primary spleen cells fused with a 
compatible continuous line of myeloma cells, and growing the fused cells 

30 either in mass culture or in an animal species from which die myeloma cell 
line used was derived or is compatible. Such antibodies offer many 
advantages in comparison to those produced by inoculation of animals, as they 
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are highly specific and sensitive and relatively "pure" immunochemically. 
Immunologically active fragments of the present antibodies are also within the 
scope of the present invention, e.g., the fl[ab) fragment, as are partially 
humanized monoclonal antibodies. 
5 The invention will be further described by reference to the 

following detailed examples. 

Example 1. 

fftfffliirtinn of hTQ expression vectorc 

10 (A) fieneration of recombinant haculoviruses containing pnhK2 and mhK 2 
raHing sequences 

A cDNA (approximately 820 bp long) encoding the entire 
prepro-hK2 (pphK2) (from nucleotide #40 to #858 relative to the start site of 
the pphK2 transcript), as shown in Fig. 5, was synthesized from RNA of 
15 human BPH tissue using reverse-transcription polymerase chain reaction (RT- 
PCR) technology with a pair of hK2 specific oligonucleotide primers 
(5'ACGCGGATCCAGCATGTGGGACCTGGTTCTCT3' SEQ ID NO: 2 and 
5'ACAGCTGCAGTTTACTAGAGGTAGGGGTGGGAC 3' SEQ ED NO:3). 
This cDNA was generated such mat 5' and 3' ends (with respect to pphK2 
20 sense sequence) were bracketed with BamHl and Pst 1 sequences 

respectively. The cDNA was then purified by agarose gel electrophoresis, and 
digested with BamHl and Pst 1 restriction enzymes. The restricted cDNA 
was ligated with the BamHl-Pst 1 digested pVL1393 plasmid vector and 
transformed into the R coli HB101 strain. E_soJi harboring pphK2 
25 cDNA/pVL1393 plasmid vector were selected and verified by restriction 

enzyme mapping and DNA sequencing, Plasmid pphK2 cDNA/pVL1393 was 
mass-produced in F. coli and purified by CsCl gradient ultra-centrifugation. 

cDNA encoding the mature hK2 was synthesized using PCR 
with the aforementioned pphK2 cDNA as the template plus a pair of hK2 
30 oligonucleotides (5 , ACGCGGATCCAGCATGTGGGACCTGGTTCTCT3' 
SEQ ID NO: 2 and 

5ACCGGAATTCATGATTGTGGGAGGCTGGGAGTGT3' SEQ ID NO: 4). 
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As noted, the 3' end oligonucleotide was the same 3' end oligonucleotide used 
for synthesizing the pphK2 cDNA. However, the 5' end oligonucleotide was 
different from the 5' oligonucleotide used for the pphK2 cDNA, and therefore 
generates a cDNA coding for die mature form of hK2 (mhK2), as shown in 

5 Fig. 6. The mhK2 cDNA was bracketed with EcoRl and Pstl sequences at 
the 5' and 3' ends respectively. The protein produced from the mhK2 cDNA 
will gain an exogenous methionine at its N-terminus. The mhK2/pVL1393 
vector was generated and purified as described for pphK2/pVL1393. The 
DNA sequence analysis for pphK2 and mhK2 in pVL1393 showed that one 

10 nucleotide (#805) has been altered (G to T) in a silent mutation. 

pphK2/pVL1393 or mhK2/pVL1393 DNA (2 ug) were 
cotransfected with a linearized Baculogold DNA (0.5 ug; Pharmingen, San 
Diego, CA) into S/9 insect cells according to Pharmingen instructions (S. 
Gruenwold et aL, baculovirus expression vector system: Procedures and 

15 Methods Manual, Pharmingen, San Diego, CA (1993)). Four to six days after 
the transfection, Sj9 cell spent medium containing viral particles was harvested 
and used to infect fresh S-9 cells to amplify viral titers. Total RNA was 
isolated for Northern blot analysis of authentic pphK2 or mhK2 transcript 
using hK2 cDNA as a probe. Further proof of pphK2 or mhK2 transcript 

20 expressed in recombinant virus infected S/9 cells was obtained by RT-PCR 
and DNA sequencing. Pure recombinant baculovirus containing pphK2 or 
mhK2 were obtained by secondary or tertiary plaque purification protocol 
according to instructions from Pharmingen (S. Gruenwold et al., cited above). 

25 Examples 

(rftlKltf™" nf pwikaryntic expression vector 

A 0.8 kb fragment representing the entire preprohK2 (pphK2) 
coding sequence was generated by polymerase chain reaction (PCR) using 
primers A (5TATACATATGTGGGACCTGGTTCTCTCC3' SEQ ID NO.: 11) 

30 and B (S'ATATGGATCCTCAGGGGTTGGCTGCGATGGTS' SEQ ID NO: 
12) and plasmid pVL1393 containing pphK2 as the template. The pphK2 
bacterial expression vector (pBPPHK2) was prepared by standard DNA 
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cloning technology, (Sambrook, cited above), to subclone this 0.8 kb fragment 
into the Ndel/BamHl site of the plasmid pPHS579 (a gift from Dr. H. 
Hsiung, Eli Lilly Co, Inc.) under the control of T7 promoter. Hie DNA of 
the entire insert plus the cloning sites was sequenced to confirm that no 
5 cloning artifacts had occurred and to ensure that no anomalies in the sequence 
had been generated by PCR. pBPPHK2 was transformed into E. coli BL21 
(DE3)Lys S (Novagen, Inc., Madison, WI). 

Ftnmple 3. 

10 fienwaiinn of a mammalian expression vector 

To express hK2 in rnammalian cell lines, a 0.8 kb fragment 
representing the entire preprohk2 (pphK2) coding sequence was generated by 
PCR using primers 

A(5 , ATATGGATCCATATGTCAGCATGTGGGACCTGGTTCTCTCCA3') 

15 (SEQ ID NO. 17) and 

B(5'ATATGGATCCTCAGGGGTTGGCTGCGATGGT3') (SEQ ID NO: 12) 

and plasmid pVL1393 containing pphK2 as the template. The mammalian 

expression vector (pGThK2) was prepared using standard DNA cloning 

technology (Sambrook, 1989), to clone this 0.8 kb fragment into the Bel 1 site 

20 of the plasmid pGT-d (a gift from Dr. Brian Grinnell, Eli Lilly, Inc.) under 
control of the GBMT promoter. The DNA of me entire insert plus the 
cloning sites was sequenced to confirm that no cloning artifacts had occurred 
and to ensure mat no anomalies in the sequence had been generated by PCR. 
AV12-664 (ATCC CRL-9595), a cell line derived from a adenovirus-induced 

25 tumors in Syrian hamster, was grown in Dulbecco's modified Eagle's medium 
supplemented with 10% fetal bovine serum (D10F) and transfected with 
plasmid pGThK2 using the calcium phosphate method. 

30 Identification of recoinbinant ppbK2 and mhK2 

ft fornUwmK . insect cell system 
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S/9 cells (TxlOVplate) were seeded onto 100 mm Coming 
plates with 10% fetal calf serum - Graces medium at room temperature for 1 
hr. After attachment on culture plates, cells were infected with wild type or 
recombinant baculovirus in serum free Excell-400 medium and incubated at 

5 27°C. Control cells were grown in the absence of virus. At designated times 
(24-96 hr) cells were placed in fresh S/9-IIOO media deficient of either 
methionine or methionine and cysteine for 45-60 min at 27°C, then incubated 
with Promix (0.143 mCi/plate; a mixture of [ 35 S]-methionine and [ 35 S]- 
cysteine; 1,000-1,400 Ci/mmol; Amersham) in serum free and 

10 methionine/cysteine deficient &9IIOO medium (Biofluids) for 5-8 hr or 20 hr. 
After the end of each incubation time, cells and spent media were separated 
by centrifiigation (1,000 rpm; Beckman J-6B; Beckman, Fullerton, CA). Cells 
were washed and centrifuged (13,000 rpm; Biofiige 13, Baxter) twice. The 
washed cells were lysed by freeze/thaw in a detergent buffer (10 mM Tris, pH 

15 7.5; 130 mMNaCl, 1% Triton X-100, 10 mMNaF; 10 mMNaPi, lOmM 
Nappi, pH7.5) or H 2 0 and centrifuged to obtain cytosol and insoluble cellular 
fractions. Protein contents of the above samples were determined by either 
the Bradford or Lowiy method (BioRad, Inc., Melville, N.Y). The above 
spent media, cystosol and insoluble cellular fraction were frozen and stored 

20 separately until used A duplicate set of samples were prepared without 35 S- 
labeiing. 

For SDS-polyacrylamide gel electrophoresis (PAGE) analysis of 
expression of hK2 protein in Sj9 cells, samples were added to sample buffer 
(U.K. Laemmli, Naflfft 22Z 680 (1970)), heated at 95°C for 5 minutes and 

25 subjected to SDS-PAGE under reducing conditions. 

Northern blot analysis was routinely used to screen and isolate 
clonal recombinant baculoviruses expressing pphK2 or mhK2 mRNA. A 
comparison of the corresponding lanes in both autoradiographs of the 
Northern blot and photographs of ethidium bromide staining of RNA shows 

30 that mRNA for pphK2 or mhK2 was present in recombinant virus infected S/9 
but not in wild type virus-infected cells. Moreover, each of the pphK2 or 
mhK2 mRNA positive lanes represents RNA isolated from S/9 cells infected 
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with recombinant viruses derived from a single viral plaque. Thus, the results 
suggest that high frequency (100%) of recombinant baculovirus containing 
either pphK2 or mhK2 was obtained from the above cotransfecrioa 
Furthermore, the sequences of pphK2 or mhK2 expressed in viral infected S/9 
5 cells were confirmed by a combination of RT-PCR, cloning and DNA 
sequencing. 

To determine whether the pphK2 protein is expressed in the 
insect cell S/9, time course studies using 35 S-labeling of de novo synthesis of 
protein was performed and detected by SDS denaturing polyacrylamide gel 
10 electrophoresis (PAGE). As seen in the autoradiograph (Fig. 1), a unique 
protein (about 28 KDa) was found in pphK2-recombinant virus-infected S/9 
cells at 35-74 hour post-infection. This band was missing in uninfected cells 
or cells infected with wild type virus. The viral polyhedron protein (about 32 
KDa) was found (Fig. 1) as expected in S/9 cells infected with wild type 
15 virus, whereas it was not expressed by recombinant virus (Fig. 1). The 
protein was detected in cytosol when subcellular fractions (cytosol vs. 
insoluble fraction) was prepared by lysing cells with H 2 0 and freeze-thaw, 
whereas this 28 KD protein was detected in insoluble fraction when prepared 
by a detergent buffer and freeze-thaw (data not shown). 
20 The mhK2 protein was also expressed in the insect cell S/9, 3S S- 

labeling of de novo synthesized protein was performed. As seen in the 
autoradiograph (Fig. 2), a unique protein (about 28 KDa) was found in the 
insoluble fraction of mhK2-recombinant virus-infected Sj9 cells at 48 hours 
post-infection. This band was missing in uninfected cells or cells infected 
25 with wild type virus. The viral polyhedron protein (about 32 KDa) was found 
in wild type virus-infected cells, whereas it was not expressed in cells infected 
with recombinant virus (Fig. 1). When the cytosol fraction was examined, no 
28 KDa band was observed. 

30 R F Cn\\ system 

Plasmid pBPPHK2 was transformed into E. coli BL21 (DE3) 
pLysS (Novagen, Inc., Madison, WI). This strain contains a chromosomal 
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copy of 17 RNA polymerase under the control of inducible LacUVS 
promoter. Upon addition of IPTG (isopropyl-P-D-thiogalactopyranoside) the 
expression of the T7 RNA polymerase is induced which in turn activates the 
T7 promoter resulting in overproduction of the gene product under control of 

5 this promoter. To determine whether the product of the ppHK2 gene would 
be expressed from pBPPHK2, single colonies of BL21 E. Goli transformed 
with pBPPHK2 were grown to = 0.2 in 10 ml LB media plus 
ampicillin (lGOjigfal) and induced with 0.4 mM IPTG (Sigma, Inc.). Cells 
were harvested 2 hours after induction by centrifiigation and resuspended in 

10 1.5 ml SDS/PAGE sample buffer (U.K. Laemrali, Nature. 22X 680 1970) 
before SDS/PAGE analysis. The cell pellet from the IPTG-induced culture 
was resuspended in 0.05M Tris, pH 8.0 (at 9ml/gm cell pellet) and stirred at 
room temperature (25°C, r.L) for 1 hour. Lysozyme (4 mgfail) was added to 
this suspension (at 1 ml/gm cell pellet) and the suspension was stirred at r.L 

15 for 30 min followed by incubation on ice for 30 min. The suspension was 
sonicated for 2 min at 150 watts and centrifuged at 3000xg to isolate the 
inclusion bodies. Inclusion bodies were resuspended in running buffer (25 
mM Tris, 192 mM glycine, 0.1% SDS) and after centrifiigation both the pellet 
and the supernatant wot analyzed by SDS/PAGE. 

20 About 90% of the pphK2 was found to be in the supernatant 

fraction which indicated that pphK2 is soluble in 0.1% SDS. To prepare 
samples for amino acid sequence analysis, 20jil of inclusion body lysate was 
subjected to SDS/PAGE on a 4-20% gradient gel (BIORAD, Inc., Melville, 
N.Y.). The protein was blotted from the gel onto 02\i PVDF paper (BIO 

25 RAD) and stained with Coomassie blue. The protein band of interest was cut 
out from the blot and subjected to amino acid sequencing using a protein 
sequencer model 477A (Applied Biosystem, Inc., Foster City, CA). 

The induced cells overproduced large amounts of a polypeptide 
with apparent molecular mass of about 28kd (Figure 3). Densitometry 

30 analysis indicated that this protein comprised approximately 40% of total 
cellular protein. The size of this protein as determined by an SDS-PAGE gel 
was comparable to that predicted from coding sequence for pphK2. To 



WO 95/30758 



PCT/US95/06157 



23 

confirm that this protein is pphK2, the sequence of the first 10 amino acids 
(MWDLVLSIAL) (SEQ ID NO: 13) from the N-terminus was determined. 
This sequence agrees perfectly with that deduced from the DNA sequence of 
pphK2 cDNA. As noted, it has different identity from the first 10 amino 
5 acids of both pphKl (MWFLVLCLAL) (SEQ ID NO: 14)andpphK3 
(MWVPWFL1L) (SEQ ID NO: 15). It also shows that this protein is not 
modified or processed at the N-terminus either during or after expression in E. 
coli. These results demonstrate that we were able to accurately express 
pphK2 in E coli from pBPPHKl 

10 

C Mammalian System 

L Isolation and Purification of protein 

Plasmid pGThK2 was transformed into hamster cell line AV12- 
664 (ATCC-CRL-9595). To determine whether the product of the ppHK2 
1 5 gene would be expressed from pGThK2, AV12-pGThK2 #2 was grown in 
D10F + 200nM MIX At about 60% confluency the cells were washed with 
Hank's balanced salt solution and resuspended in serum-free HH4 medium. 
The spent medium was collected after 7 days (serum-free spent medium) and 
stored at -20°C. Figure 8 depicts a SDS-PAGE confirming expression of 
20 recombinant pphK2 in a mammalian cell line. AV12-pGThK2 (Lane 4-6) and 
AV12-pGT-d (Lane 3) clonal cell lines were grown in D10F media. About 
300jj.1 of spent medium from the above clones were concentrated and 
subjected to SDS/PAGE along with See Blue MW marker (lane 1) and pphK2 
lysate from E. coli cells (lane 2). The gel was blotted onto nitrocellulose 
25 paper and immunoblotted using a 1/1000 dilution of anti-pphK2 rabbit 

antiserum. HRP-goat anti-rabbit was used as the secondary probe and the blot 
was developed by DAB plus Hfo. Lane 3 (AV12-pGT-d) is AV12 
transfected with vector without insert. 

To purify the protein, the serum-free spent medium was 
30 concentrated from 5-10 fold by ultrafiltration with a 10 kDa molecular weight 
cutoff membrane then dialyzed overnight at 4°C versus 50 mM sodium 
bicarbonate, pH 8. Samples were filtered with 0.2 \i filters and thai pumped 
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directly onto a TSK DEAE-5PW HPLC column (21 mm X 150 ram) at a flow 
rate of 5 mlVmin. Buffer A contained 50 mM sodium bicarbonate, pH 7.9 
Buffer B contained 50 mM sodium bicarbonate plus 0.5 M sodium chloride, 
pH 7.6. Hie elution profile shown in Figure 9 was developed with a gradient 
5 from 0-50% Buffer B over 35 min; 50-100% B from 35-40 min and isocratic 
elution at 100% B for 5 min before re-equilibration in Buffer A. The flow 
rate was 5mL/min throughout. 

DEAE fractions were assayed for the presence of hK2 by 
FT ISA using rabbit ank-pphK2 as primary antibodies. The ELiSA assayed 
10 showed a peak of hK2 activity which eluted at approximately 0-2M NaCl 
(shown as the triangle line in Figure 9), which correlated well with the 
appearance of a 34 kDa band of protein seen by SDS-PAGE in the same 
fractions (data not shown). 

Fractions with hK2 activity were pooled and concentrated by 
15 ultrafiltration with 10 kDa membranes to approximately 5-8 mL where upon 
solid ammonium sulfate was added to make a final concentration of 1 M. 
This sample was then injected onto a PolyLC. polypropyl aspartamide column, 
1000 A pore size, 4.6 mm X 200 mm, to resolve protein by hydrophobic 
interaction chromatography (HIC, see Figure 10). Buffer A was 20 mM Na 
20 phosphate, 12 M Na sulfate pH 63 and Buffer B was 50 mM Na phosphate, 
5% 2-propanoL pH 7.4. The elution gradient was 0-20% B over 5 min; 20- 
55% B from 5-20 min, isocratic at 55% B from 20-23 min, 55-100% B from 
23-25 min; isocratic at 100% B for 2 min before re-equilibration Buffer A. 
The flow rate was 0.7 mL/min. Greater than 90% of the A^ was not 
25 retained on HIC column. The main peak retained on HIC, which eluted at 22 
min, also showed the highest peak of activity by ELISA assay (triangle line, 
Figure 10). 

HIC fractions which tested positive for hK2 on ELISA were 
pooled, ultrafilter concentrated as above to a volume less than 1 mL then 
30 injected on a 10/30 Pharmacia S12 size exclusion column equilibrated in 100 
mM ammonium acetate. The flow rate was 0.7 mL/min. When the 22 min 
peak from HIC was resolved by size exclusion chromatography, typically 
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about 80-90% of the protein eluted at 19.4 min, a retention time 
consistent with a protein of approximately 34 kDa (Figure 11). The only 
other protein peak on SEC, eluting at 16.7 min, corresponded to an about 
70KDa protein seen also in previous purification steps. 

5 To examine the efficiency of our purification scheme, 1.5 of 

purified phK2 was subjected to SDS/PAGE in the presence or absence of [3- 
mercaptoethanol (BME), and the gel was stained with silver. Results showed 
that the phK2 in our sample was about 95% pure (Fig. 12). It also showed 
that pro-hK2 migrated at about 30 KD in the absence of BME, and it 

10 migrated at about 34 kDa in the presence of BME. This pattern is similar to 
that observed for the PSA purified from seminal fluid (Fig. 12). 

Recombinant phK2 is recognized by rabbit anti-pphKZ rabbit 
anti-PSA and a murine monoclonal antibody directed against a polypeptide 
covering amino acids 41-56 of hK2, when analyzed on WESTERN blots or 

15 when dried down on microtiter plates. However, phK2 was not detectable by 
these antibodies in sandwich assays. These results further demonstrate that 
the phK2 and PSA are conformationally different and the antibodies currently 
available to PSA or hK2 can not detect phK2 in its native form. Furthermore, 
phK2 was not detectable by the Tandem R or free-PSA assays (immunological 

20 assays for detection of PSA in serum). 

A sample of the hybridoma (HK1A 523.5) secreting the murine 
monoclonal antibody has been deposited in the American Type Culture 
Collection, Rockville, MD, and assigned ATCC HB-11876. 

25 2. Amino Acid Analysis and Protein Sequencing of phK2 

The peak collected off size exclusion chromatography (SEC) in 
ammonium acetate was lyophilized to remove the buffer then reconstituted in 
water. An aliquot (2.5|ig)of this sample was loaded on a Porton membrane 
(Beckman instruments) and subjected to automated N-terminal sequence 
30 analysis on an Applied Biosystems model 477A protein sequencer which 
yielded the following sequence: 
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Val-PrchLeirfle^^ An 
aliquot of the same sample in water was also hydrolyzed in gaseous 6 N HQ 
undo- vacuum for 20 h at 112 °C thai reconstituted in 0.1N HQ and analyzed 
on an Hewlett Packard Aminoquant amino acid analyzer utilizing pre-column 
5 derealization of amino acids with OPA for primary and FMDC for secondary 
amines. 

No competing sequence was evident from the profile of amino 
acids released sequentially by the Edman degradation procedure. By analogy 
to PSA this protein is pro hK2, since the known sequence of mature PSA has 
10 been shown to begin with Ileu-Val-Gly-etc and pro PSA has been postulated 
to have an extra 7 amino acids at the N-terminus. Amino acid analysis of this 
protein yielded an amino acid composition consistent with the recombinant 
sequence of prohK2. These results demonstrate that pphK2 was accurately 
expressed in the mammalian cell line AVI 2-664 from pGThK2. 

15 

Example 

Production of antibodies to recombinant pphK2 

A. E. Coli System 

To prepare pphK2 for rabbit immunization, the inclusion bodies 

20 obtained from bacterial cultures of BL21 (pBpphK2) after IPTG induction as 
in Example 4B woe resuspended in 100pJ SDS/PAGE sample buffer/ml 
bacterial culture and electrophoresed on preparative SDS/PAGE. The pphK2 
band was excised and electroehzted from the gel into running buffer (25mM 
Tris, 192 mM glycine, 0.1% SDS) and used as the immunogen. Two rabbits 

25 were each immunized with lOOjig of the immunogen in complete Freuncfs 
adjuvant and were boosted twice in three week intervals with lOOfig of the 
immunogen in incomplete Freuncfs adjuvant and PBS, respectively. Rabbit 
anti-pphK2 sera was obtained one week following the second boost The 
presence of anti-pphK2 in the rabbit antiserum was shown by ELISA (data not 

30 shown). Once confirmed by this method, the highest titer antiserum was 
tested on Western blots using lysates from IPTG induced or non-induced 
cultures of BI.21 (pBpphK2). It was evident that the antiserum contained 
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antibodies highly specific for the pphK2 protein since a protein band at about 
28kd corresponding to pphK2 was recognized only in the induced lysate. The 
antiserum also recognized the purified pphK2 further showing the specificity 
of the antibodies to pphK2. The above data demonstrate that the antibodies 

5 recognize the prepro-form of hK2. 

To delineate if the antiserum recognizes the mature form of 
hK2 (mhK2), mhK2 was expressed in E. coli as a glutathione S-transferase 
fusion protein (GST-mhK2, 58kd), and the cell lysate was immunoblotted 
using anit-pphK2 rabbit antiserum. It was evident that anti-pphK2 antiserum 

10 recognized the GST-mkK2, demonstrating that antibodies were at least in part 
against the mature region of pphK2. To examine the pattern recognized in 
seminal fluid by anti-pphK2 antibodies, seminal fluid was prepared from 
pooled semen as described by Sensabaugh and Blake, J. Urology. 142, 1523 
(1990), and immunoblotted with anti-pphK2 rabbit antiserum- The antiserum 

15 recognized a major band at about 34kd plus several minor bands at lower 
MW. The pre-immune serum did not recognize any bands in any of the 
above experiments, showing that the antibodies were generated by 
immunization. 

To determine whether there are any pphK2-specific antibodies 
20 in rabbit anit-pphK2 antiserum, the antibodies cross-reacting to PSA were 
absorbed out of the antiserum by a PSA affinity resin. Specifically, 1ml of 
the sera was diluted with lmL 100 mM HEPES, pH. 7.5 and incubated with 
native PSA-bound AffigeHO for 3.5 hours at 4°C The mixture was used 
poured into a column, the flow-through was collected and the column was 
25 washed with 30 mi HEPES buffer. Antibodies bound to the column (eluate) 
were eluted by acetic acid (IN, pH 4.0) and neutralized to pR 6.6 with 
NH4OR Native PSA was isolated from seminal fluid as described by 
Sensabaugh and Blake, cited above. ppPSA was purified from E, wli 
transformed with plasmid pPHS579 (containing ppPSA under control of T7 
30 promoter) using a procedure analogous to pphK2 purificatioa 

The flow-through and the column eluate were tested for Abs 
recognizing pphK2, ppPSA and native PSA (PSA isolated from seminal fluid) 
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using Western blot analysis. It was evident that antibodies in the untreated 
rabbit anti-pphK2 antiserum recognized all three proteins indicating that 
pphK2, ppPSA and seminal fluid-PSA share some similar epitopes. However, 
while die column eluate contained antibodies that recognized all three protein, 
5 the flow-through contained antibodies that recognized only pphK2. This 
indicates that anti-pphK2 antiserum contains pphK2-specific antibodies and 
these antibodies can be isolated by PSA affinity absorption. This system 
enabled us to generate anti-pphK2 antibodies which recognize both pphK2 and 
mhK2. Thus, utilizing immunogenic and pure recombinant hK2 protein, 
10 generate rabbit antiserum was generated which contains pphK2-specific 

antibodies, providing a valuable source for generating and screening for hK2- 
specific monoclonal antibodies. 

These examples describe the use of three heterologous 
expression systems (i.e. both prokaiyotic and eukaiyotic) for the successful 
15 expression of the hK2 polypeptide. Thus, the method of the invention enables 
production of large quantities of substantially pure hK2 polypeptide. The 
polypeptide can be used both to study its biological functions and to produce 
immunodetection reagents such as labelled hK2 polypeptide, labelled 
fragments thereof and antibodies thereto. The immunoreagents can provide a 
20 method to purify native hK2 and to study the properties of the purified native 
hK2 polypeptide. 

The pphK2 overproduced in E. coli can be readily solubilized 
in 0.1% SDS, thus solubility is not a problem. This is in contrast to the 
expression of human salivary kallikrein protein, hKl, in E. coli, which was 
25 found in insoluble inclusion bodies (J. Wang, et al Riochem. I. 226, 63 
(1991)). In contrast, the present invention yields almost pure protein which 
can be purified to homogeneity by preparative SDS-PAGE. This purified 
recombinant pphK2 can be used for the generation of monoclonal and 
polyclonal antibodies. 
30 As shown above, Baculogold viral DNA can be used to 

generate a recombinant baculovims containing pphK2 or mhK2. Use of 
Baculogold viral DNA provides high selection of positive recombinant 



WO 95/30758 



PCT/DS95/06157 



29 

baculovimses. Indeed, Northern blot analysis showed a higji frequency of 
recombinant virus expressing pphK2 or mhK2 mKNA. Moreover, SDS-PAGE 
analysis showed that both pphK2 and mhK2 recombinant viruses produced 
unique proteins with sizes similar to the calculated molecular weights for 

5 pphK2 or mhK2. Although the levels of the recombinant hK2 expressed in 
insect system may not be as high as in E coli, the hK2 protein produced in 
bacdovirus-insect system may contain the secreted form which would be 
more like the natural form of the protein. 

Plasrnids pphK2/pVL1393 in E col. H13101 has been 

10 deposited in the American Type Culture Collection, RockvUle, MD, USA on 
May 2, 1994 under the provisions of the Budapest Treaty and have been 
assigned accession number ATCC 69614. 

The invention has been described with reference to various 
specific and preferred embodiments and techniques. However, it should be 

15 understood that many variations and modifications may be made while 
remaining within die spirit and scope of the invention. 
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SEQUENCE LISTING 



(1) GENERAL INFORMATION: 

(i) APPLICANT: Mayo Foundation for Medical Education 
and Research 
Hybritech Incorporated 
Tindall, Donald J. 
Young, Charles Y.F. 
Saedi, Mohammed S. 

(ii) TITLE OF INVENTION: Recombinant HK2 Polypeptide 

(iii) NUMBER OF SEQUENCES: 18 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Schwegman, Lundberg & Woessner, P. A. 

(B) STRE ET: 3500 IDS Center 

(C) CITY: Minneapolis 

(D) STATE: MN 

(E) COUNTRY: USA 

(F) ZIP: 55402 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: Patentln Release #1.0, Version #1.25 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 

(C) CLASSIFICATION: 

(viii) ATTORNEY/AGENT INFORMATION: 

(A) NAME: Raasch, Kevin W. 

(B) REGISTRATION NUMBER: 35,561 

(C) REFERENCE/DOCKET NUMBER: 150.148WO1 

(ix) TELECCDfllUNICATICN INFORMATION: 

(A) TELEPHONE: 612-339-0331 

(B) TELEFAX: 612-339-3061 
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(2) INFORMATION PGR SEQ ID NO:l: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 237 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:l: 



He Val. Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Trp Gin Val 
1 5 10 15 

Leu Val Ala Ser Arg Gly Arg Ala Val Cys Gly Gly Val Leu Val His 
20 25 30 

Pro Gin Trp Val Leu Thr Ala Ala His Cys He Arg Asn Lys Ser Val 
35 40 45 

He Leu Leu Gly Arg His Ser Leu Phe His Pro Glu Asp Thr Gly Gin 
50 55 60 

Val Phe Gin Val Ser Thr Ser Phe Pro His Pro Leu Tyr Asp Met Ser 
65 70 75 80 

Leu Leu Lys Asn Arg Phe Leu Arg Pro Gly Asp Asp Ser Ser His Asp 
85 90 95 

Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Glu Leu Thr Asp Ala Val 
100 105 110 

Lys Val Met Asp Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys 
115 120 125 

Tyr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Leu Thr Pro 
130 135 140 

Lys Lys. Leu Gin Cys Val Gin Leu His Val He Ser Asn Asp Val Cys 
145 150 155 160 

Ala Gin Val His Pro Gin Lys Val Thr Lys Phe Met Leu Cys Ala Gly 
165 170 175 

Ara Trp Thr Gly Gly Lys Ser Thr Cys Ser Gly Asp Ser Gly Gly Pro 
3 180 185 190 

Leu Veil Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Ser Glu 
195 200 205 

Pro Cys Ala Leu Pro Glu Arg Pro Ser Leu Tyr Thr Lys Val Val His 
210 215 220 

Tyr Arg Lys Trp He Lys Asp Thr He Val Ala Asn Pro 
225 230 235 
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(2) INFORMATION FOR SBQ ID NO:2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 32 base pairs 

(B) TYPE : nuc leic acid 

(C) STRANDECNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESOHFITCN: SEQ ID NO:2 
AOGCGGATCC AGCATOT3GG ACCIGCTTCT CT 



(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LEN3IH: .33 base pairs 

(B) TYPE : nuc leic acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3 
PCPGCIGCPG TTTACIAGAG GTAGGGGTGG GAC 



(2) INFORMATION FOR SEQ ID NO: 4: 

(i) SEQUENC E CHA RACTERISTICS: 

(A) LENGTH: 34 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:4 
ACOGGAMTC AJGA 1 TSIG G GAGGCIQQGA GICT 
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(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 832 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 10.. 792 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 

GGATCCAGC ATG TGG GAC CIG GTT CTC TCC ATC GCC TTG TCT GIG GGG 48 
Met Trp Asp Leu Val Leu Ser He Ala Leu Ser Val Gly 
1 5 10 

TGC ACT GGT GCC GIG CCC CTC ATC CAG TCT OGG ATT GIG GGA GGC TGG 
CVs Thr Gly Ala Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp 
1 20 25 



15 



30 



96 



GAG TGT GAG AAG CAT TCC CAA CCC TGG CAG GIG GCT GIG TAC AGT CAT 144 
Glu Cys Glu Lys His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His 
-- 35 40 45 



GGA TGG GCA CAC TGT GGG GGT GTC CTG GIG CAC CCC CAG TGG GIG CTC 192 
Gly Trp Ala His Cys Gly Gly Val Leu Val Hxs Pro Gin Trp Val Leu 
50 55 o0 

ACA GCT GCC CAT TGC CIA AAG AAG AAT AGC CAG GTC TGG CIG GGT OGG 240 
Thr Ala Ala His Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg 
65 70 75 



288 



CAC AAC CIG TTT GAG CCI GAA GAC ACA GGC CAG AGG GTC CCT GTC AGC 
SsSbeuPhe Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser 
80 85 90 

CAC AGC TTC CCA CAC CCG CTC TAC AAT ATG AGC CTT CIG AAG CAT CAA " 336 
His Ser Phe Pro His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin 
95 100 105 



AGC CTT AGA CCA GAT GAA GAC TCC AGC CAT GAC CTC ATG CIG CTC CGC 384 
Ser Leu Arg Pro Asp Glu Asp Ser Ser His Asp Leu Met Leu I«u Arg 
HO 115 120 



CIG TCA GAG CCT GCC AAG ATC ACA GAT GIT GIG AAG GTC CIG GGC CIG 432 
2u Ser Glu Pro Ala Lys lie Thr Asp Val Val Lys Val Leu Gly Leu 
130 135 «o 

CCC ACC CAG GAG CCA GCA CTG GGG ACC ACC TGC TAC GCC TCA GGC TOG 480 
Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp 
145 150 155 

GGC AGC ATC GAA CCA GAG GAG TTC TTG CGC CCC AGG AGT CTT CAG TGT 528 
Gly ser He Glu Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys 
160 165 170 
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GIG AGC CTC CAT CTC CIG TCC AAT GAC AIG TGT GCT MA GCT TAG TCT 576 
Val Ser Leu His Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr Ser 
175 180 185 

GAG AAG GIG ACA GAG TTC AIG TIG TGT GCT GGG CTC TOG ACA GGT GGT 624 
Glu Lys Val Thr Glu Phe Met Leu Cys Ala Gly Leu Trp Thr Gly Gly 
190 195 200 205 

AAA GAC ACT TGT GGG GGT GAT TCT GGG GGT CCA CTT GTC TGT AAT GGT 672 
Lys Asp Thr Cys Gly Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly 



GIG CTT CAA GGT ATC ACA TCA TOG GGC CCT GPG CCA TGT GCC CIG CCT 720 
Val Leu Gin Gly He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro 
225 230 235 

GAA AAG CCT GCT GIG TAC ACC AAG GIG GIG CAT TAG OQG AAG TGG ATC 768 
Glu Lys Pro Ala Val Tyr Thr Lys Val Val His Tyr Arg Lys Trp He 
240 245 250 

AAG TAC ACC ATC GCA GCC AAC CCC TGAGIGCCCC TGTCOCACCC C^ACCTCTAG 822 
Lys Tyr Thr He Ala Ala Asn Pro 
255 260 

TAAACIGCAG 832 



(2) INFORMATION FOR SBQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 261 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 

Met Trp Asp Leu Val Leu Ser He Ala Leu Ser Val Gly Cys Thr Gly 
15 10 15 

Ala Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu Cys Glu 
20 25 30 

Lvs His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala 
1 35 40 45 

His Cvs Gly Gly Val Leu Val His Pro Gin Trp Val Leu Thr Ala Ala 
50 55 60 

His Cvs Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu 
65 70 75 80 

Phe Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser His Ser Phe 
85 90 95 

Pro His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin Ser Leu Arg 
100 105 110 
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Pro Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu 
115 120 125 

Pro Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin 
130 135 140 

Glu Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser He 
145 150 155 160 

Glu Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu 
165 170 175 

His Leu Leu Ser Asia Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val 
180 185 190 

Thr Glu Phe Met Leu Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr 
195 200 205 

Cvs Glv Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Val Leu Gin 
* 210 215 220 

Glv He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro 
225 230 235 240 

Ala Val Tyr Thr Lys Val Val His Tyr Arg Lys Trp He Lys Tyr Thr 
245 250 255 

He Ala Ala Asn Pro 
260 



(2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 760 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 7. .720 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 

GAATTC AIG AIT GIG GGA GGC TGG GAG TGT GAG AAG CAT TCC CAA CCC 48 
Met He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro 
15 10 

TGG CAG GTS GCT GIG TAG ACT CAT GGA TGG GCA CAC TGT GGG GGT GTC 96 
Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala His Cys Gly Gly Val 
15 20 25 30 

CTG GIG CAC CCC CPG TOG GIG CTC ACA GCT GCC CAT TGC CIA AAG AAG 144 
Leu Val His Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys 
35 40 45 
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AAT AGC CAG GTC TOG CIG GGT CGG CAC AAC CIG TTT GAG CCT GAA GAC 
Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu Phe Glu Pro Glu Asp 
50 55 60 

ACA GGC CAG AGG CTC CCT GTC AGC CAC AGC TTC CCA CAC CCG CTC TAG 
Thr Gly Gin Arg Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr 
65 70 75 

AAT AIG AGC CTT CIG AAG CAT CAA AGC CTT AG3V CCA GAT <3*A GAC TCC 
Asn Met Ser Leu Leu Lys His Gin Ser Leu Arg Pro Asp Glu Asp Ser 
80 85 90 

AGC CAT GAC CTC AIG CIG CTC OGC CIG TCA GAG OCT GCC AAG ATC ACA 
Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys He Thr 
95 100 105 HO 

GAT GTT GIG AAG GTC CIG GGC CIG CCC ACC CAG GAG CCA GCA CIG GGG 
Asd Val Val Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly 
* 115 120 125 

ACC ACC TGC TAC GCC TCA GGC TGG GGC AGC ATC GAA CCA GAG GAG TTC 
Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe 
130 135 140 

TIG CGC CCC AGG AGT CTT CAG TCT GIG AGC CTC CAT CTC CIG TCC AAT 
Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn 
145 150 155 

GAC AIG TGT GCT AGA GCT TAC TCT GAG AAG GIG ACA GAG TIC AIG TIG 
Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu 
160 165 170 

TGT GCT GGG CTC TGG ACA GGT GCT AAA GAC ACT TGT GGG GCT GAT TCT 
Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser 
175 180 185 190 

GGG GCT CCA CTT GTC TCT AAT GCT GIG CTT CAA GCT ATC ACA TCA TGG 
Glv Gly Pro Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp 
1 1 195 200 205 

GGC CCT GAG CCA TGT GCC CIG CCT GAA AAG CCT GCT GTG TAC ACC AAG 
Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys 
1 210 215 220 

GIG GIG CAT TAC OGG AAG TGG ATC AAG TAC ACC ATC GCA GCC AAC CCC 
Val Val His Tyr Arg Lys Trp He Lys Tyr Thr lie Ala Ala Asn Pro 
225 230 235 

TGAGIGCCCC TGTCCCACCC CTACCTCTAG TAAACIGCRG 
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(2) INFORMATION FOR SEQ ID NO: 8: 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 238 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:8: 

Met He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Trp Gin 
15 10 15 

Val Ala Val Tyr Ser His Gly Trp Ala His Cys Gly Gly Val Leu Val 
20 25 30 

His Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys Asn Ser 
35 40 45 

Gin Val Trp Leu Gly Arg His Asn Leu Phe Glu Pro Glu Asp Thr Gly 
50 55 60 

Gin Arq Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr Asn Met 
65 70 75 80 

Ser Leu Leu Lys His Gin Ser Leu Arg Pro Asp Glu Asp Ser Ser His 
85 90 95 

Asp Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys He Thr Asp Val 
100 105 HO 

Val Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr 
115 120 125 

Cvs Tvr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Leu Arg 
* 130 135 140 

Pro Arg Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn Asp Met 
145 150 155 160 

Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu Cys Ala 
165 170 175 

Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser Gly Gly 
180 185 190 

Pro Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Pro 
195 200 205 

Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys Val Val 
210 215 220 

His Tyr Arg Lys Trp He Lys Tyr Thr He Ala Ala Asn Pro 
225 230 235 
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(2) INF0RMA3TCN FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENCTH: 766 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 



(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 1. .732 



(xi) SEQUENCE DESCRIPTION: SBQ ID NO: 9: 



GIG CCC CTC 
Val Pro Leu 
1 


ATC 
He 


CAG 
Gin 
5 


TCT 
Ser 


CGG 
Arg 


ATT 
He 


GIG 
Val 


QGA 

Gly 
* 

10 


GGC TGG GAG TCT 
Gly Trp Glu Cys 


G2G 
Glu 
15 


CAT TCC CAA 
His Ser Gin 


CCC 
Pro 
20 


TGG 
Ttd 


CAG 
Gin 


GIG 
Val 


GCT 
Ala 


GIG 
Val 
25 


TAC 
Tvr 


ACT CAT GGA TGG 
Ser His Glv Ttd 
30 


GCA 
Ala 


TCT GGG GCT 
v-ys vjxy vjxy 


GTC 

vox 


CIG 

T .01 1 

Leu 


GIG 

Val 
vox 


CAC 


GCC 

pm 

Xr L.U 

40 


CAG 

(Tin 


TGG 
ixp 


GTC CTC ACA. GCT 

VaT Tmi TT^T* Ala 
vol UCU LLLL riXcl 

45 


GCC 
Ala 


TGC CIA AAG 
Cys Leu Lys 
50 


AAG 
Lys 


AAT 
Asn 


AGC 
Ser 


CAG 
Gin 
55 


GTC 
Val 


TGG 
Tip 


CTG 
Leu 


GCT CGG CAC AAC 
Gly Arg His Asn 
60 


CIG 
Leu 


GAG CCT GAA 
Glu Pro Glu 
65 


GAC 
Asp 


ACA 
Thr 


GGC 
Gly 
70 


CAG 
Gin 


AGG 
Arg 


GTC 
Val 


CCT 
Pro 


GTC AGC CAC AGC 
Val Ser His Ser 
75 


TTC 
Phe 


CAC COG CTC 
His Pro Leu 


TAG 
Tyr 


AAT 
Asn 
85 


AUG 
Met 


AGC 
Ser 


CTT 
Leu 


CIG 
Leu 


AAG 
Lys 
90 


CAT CAA AGC CTT 
His Gin Ser Leu 


AGA 
Arg 
95 


GAT GAA GAC 
Asp Glu Asp 


TCC 
Ser 
100 


AGC 
Ser 


CAT 
His 


GAC 
Asp 


CTC 
Leu 


ATC 
Met 
105 


CIG 
Leu 


CTC OGC CIG TCA 
Leu Arg Leu Ser 
110 


GAG 
Glu 


GCC AAG ATC 
Ala Lys lie 
115 


ACA 
Thr 


GAT 
Asp 


GIT 
Val 


GIG 
Val 


AAG 
Lys 
120 


GTC 
Val 


CIG 
Leu 


GGC CTG CCC ACC 
Gly Leu Pro Thr 
125 


CAG 
Gin 


OCA GCA CIG 
Pro Ala Leu 
130 


GGG 
Gly 


ACC 
Thr 


ACC 
Thr 


TGC 

s? 


TAC 
Tyr 


GCC 
Ala 


TCA 
Ser 


GGC TGG GGC AGC 
Gly Trp Gly Ser 
140 


ATC 
He 


CCA GAG GAG 
Pro Glu Glu 
145 


TTC 
Phe 


TIG 
Leu 


OGC 
Arg 
150 


CCC 
Pro 


AGG 
Arg 


ACT 
Ser 


CTT 
Leu 


CAG TCT GIG AGC 
Gin Cys Val Ser 
155 


CTC 
Leu 


CTC CIG TCC 
Leu Leu Ser 


AAT 
Asn 


GAC 
Asp 
165 


ATC 
Met 


TOT 
Cys 


GCT 
Ala 


AGA 
Arg 


GCT 
Ala 
170 


TAC TCT GAG AAG 
Tyr Ser Glu Lys 


GIG 
Val 
175 



80 



160 
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576 



624 



672 



720 



GCZV GCC AAC CCC TGACTGCCCC TGTCCCACCC CTACCTCTAG TAAA 
Ala Ala Asn Pro 



(2) INFORMATION FOR SEQ ID NO: 10: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGrlH: 244 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu Cys Glu Lys 
1 5 10 15 

His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala His 
20 25 30 

Cvs Gly Gly Val Leu Val His Pro Gin Trp Val Leu Thr Ala Ala His 
. 35 40 45 

Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu Phe 
50 55 60 

Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser His Ser Phe Pro 
65 70 75 80 

His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin Ser Leu Arg Pro 
85 90 95 

Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu Pro 
r 100 105 HO 

Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin Glu 
115 120 125 

Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser He Glu 
130 135 140 

Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys Val Ser L*u His 
145 150 155 160 
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Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr 
165 170 175 

Glu Phe Met Leu Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys 
180 185 190 

Gly Gly Asp Ser Gly Gly Pro Leu Val Cys Asa Gly Val Leu Gin Gly 
195 200 205 

He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala 
210 . 215 220 

Val Tyr Thr Lys Val Val His Tyr Arg Lys Trp He Lys Tyr Thr He 
225 230 235 240 

Ala Ala Asn Pro 



(2) INFORMATION FOR SEQ ID NO: 11: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acxd 

(C) STRANDEDNESS : single 

(D) TDPOL0OT: linear 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 
TATACAIATG TGGGACCIGG TTCTCTCC 28 



(2) INFORMATION FOR SEQ 3D NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:12: 
AXAIGGAXCC TCAGGGGTTG GCIGCGATGG T 



31 
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(2) INFORMATION FOR SEQ ID NO: 13 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTTH: 10 amino acids 

(B) TYPE: ami no acid 

(C) STRANDECNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13: 

Met Trp Asp Leu Val Leu Ser lie Ala Leu 
15 10 



(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 10 amino acids 

(B) TYPE: ami no acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 14: 

Met Trp Phe Leu Val Leu Cys Leu Ala Leu 
15 10 



(2) INFORMATION FOR SEQ ID NO: 15: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGIH: 10 amino acids 

(B) TYPE: amino acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15: 

Met Trp Val Pro Val Val Phe Leu Thr Leu 
15 10 
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(2) INFORMATION FOR SEQ ID ND:16: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 237 amino acids 

(B) TYPE: ami no acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16: 

He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Tip Gin Val 
15 10 15 

Ala Val Trp Ser His Gly Trp Ala His Cys Gly Gly Val Leu Val His 
20 25 30 

Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys Asn Ser Gin 
35 40 45 

Val Trp Leu Gly Arg His Asn Leu Phe Glu Pro Glu Asp Thr Gly Gin 
50 55 60 

Arg Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr Asn Met Ser 
65 70 75 80 

Leu Leu Lys His Gin Ser Leu Arg Pro Asd Glu Asp Ser Ser His Asp 
85 90* 95 

Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys He Thr Asp Val Val 
100 105 110 

Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys 
115 120 125 

Tyr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Leu Arg Pro 
130 135 140 

Arg Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn Asp Met Cys 
145 150 155 160 

Ala Arg Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu Cys Ala Gly 
165 170 175 

Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser Gly Gly Pro 
180 185 190 

Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Pro Glu 
195 200 205 

Pro Cys Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys Val Val His 
210 215 220 

Tyr Arg Lys Trp He Lys Asp Thr He Ala Ala Asn Pro 
225 230 235 
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(2) INFORMATION FOR SEQ ID NO: 17: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 42 base pairs 
' (B) TYPE : nuc leic acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:17: 
ATAIGGATCC ATAICTCAGC ATGTGGGACC TGCJETCTCTC CA 



(2) INFORMATION PGR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 13 amino acids 

(B) TYPE: amino acid 

(C) STRANDECNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) . SEQUENCE DESCRIPTION: SEQ ID NO: 18: 

Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu 
15 10 
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WHAT IS CLAIMED IS: 

1. Isolated, substantially homogeneous pre-pro hK2 polypeptide. 
5 2. Isolated, substantially homogenous pro hK2 polypeptide. 

3. Isolated, substantially homogenous mature hK2 polypeptide. 

4. An antibody that is capable of specifically binding the hK2 polypeptide 
10 of claims 1, 2 or 3 and which does not bind to hK3. 

5. The antibody of claim 4 which is a monoclonal antibody. 

6. A hybridoma cell line producing the antibody of claim 5. 

15 

7. An isolated nucleic acid molecule encoding the polypeptides of claim 
1,2 or 3. 

8. An isolated nucleic acid molecule selected from the group consisting 
20 of 

(a) cDNA co mpri sing the nucleotide sequence of the coding region 
of the hK2 gene; 

(b) DNA capable of hybridizing under stringent conditions to a 
nucleotide sequence complementary to the nucleotide sequence 

25 of (a); and 

(c) a genetic variant of any of the DNA of (a) and (b) which 
encodes a polypeptide possessing an antigenic function of 
naturally occurring hK2 polypeptide. 

30 9. Hie nucleic acid molecule of claim 8 further comprising a promoter 
operably linked to the nucleic acid molecule. 
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10. A chimeric expression vector comprising the nucleic acid molecule of 
claim 7 operably linked to control sequences recognized by a host cell 
transformed with the vector. 

5 11. The vector of claim 10 wherein the host cell is E. coli. 

12. The vector of claim 10 wherein the host cell is a mammalian cell. 

13. A host cell transformed with the vector of claim 10. 

10 

14. The host cell of claim 13 which is E_£Qli. , 

15. The host cell of claim 13 which is mammalian. 

15 16, A method of using a nucleic acid molecule encoding a hK2 

polypeptide comprising expressing the nucleic acid molecule of claim 
7 in a cultured host cell stably transformed with a chimeric vector 
comprising said nucleic acid molecule operably linked to control 
sequences recognized by the host cell transformed with the vector, and 

20 recovering hK2 polypeptide from the host celL 

17. The method of claim 16 wherein the host cell is E. coli . 

18. The method of claim 16 wherein the host cell is mammalian. 

25 

19. The method of claim 16 wherein the nucleic acid molecule is DNA 

20. The method of claim 16 wherein the hK2 polypeptide is recovered 
from the host cell culture medium. 



WO 95/30758 



PCT/US95/06157 



1/12 



35hf 52hr 74hr , , 

co . to . lo ^ 

pfu/ceii 0 oo5odd$ 0605 




Figure 1 



PCT/US95/06157 



2/1 2 



Cytasol Insoluble 

o » 

« * 2 r> 2 S 

° E ■ 5 ° E 5 




28kDa 




Figure 2 



WO 95/30758 



PCT/US95/06157 



3/1 2 



1 2 3 
N I 



97kO 

69 

46 

30 

21.5 
14 



^ — ppHK2 



Lane 1 Molecular Weight marker 

2 Not - induced ( N ) 

3 tnduced (I) * 



Figure 3 



WO 95/30758 



4/12 



PCT/US95/06157 



• u 

w, . ivggwecekksqpwqvawskgw>j3cggvlvkpqwvltwj-:cl:<knsqvwlgi«n 

££3 I M II II II ii .1 H ti ii n « ii niinLiiAti^nRiiyiiii n ii ii n « n tt n >■ it ti n " " TRKK" V TIi" " " " S 



LFSP^TGQRVPVSHSFPHPLYNKSLI^QSIJ^DZDSSHDLKLLRLSEPAKIT 



110 ^ 



DVVKVlX3l^QEPAI^TTCYASGWGSIEP2EFIJ^^LQCVSl^Xr^KDMCA. 
"A" " "MD" " " " " " " " " " " " " " " " " " " " " " " " " "TPXK" " " " Q" "VI" " "V"" 



1 |a7ss^^zfklcaglwtggkdtcggdsg<;?lvcngvlqgitswg?epcal?ekp 

oOhpqii h „ K „ ii •■ n ii ii R n o n u n S •• n S n " « h •• w u n n H « h u n u S " " " " " " "R" 

217 237 
AVYTXVVHYRKWIKDTIAANP 
g jyi it n n ii ii ii ii ii " " " "V 11 " " 



Figure 4 



WO 95/30758 



PCT/US95/06157 



5/12 



BamHl 





1 GaV?CCAO^TGTGGGACCTG^ 

CCTACCrTCGTACACCCTGSACCAAG^ 

1> MatT rpAsoleuVal LeuSer 1 1 eAi aLeuSar Va f Gl yCysThr GI yAl aVa I Pr 

65 CCTCATCCfcGlcrC3(£TO 

GGAGTXGCTCAGAGCCTAACACCCTCCGACCCTCACACTCTTC 
19> oLeul I oGI nSef Arg! I eVai GlyGlyTfpGI uCysGI ulysHi sSer^GI nProTfpGI nValA 

131 CTren^CACTCAT^ 

GAC>£ATCTC*CT;£C?ACCC^ 
41> I aVa I TyrSer Hi sGI yTrpA! a Hi sCysGlyGI yVa I LeuVa 1 Hi sProGI nT rpVa I lauThr 

196 CCTGCCC*TTOCCTAAAGAAC^ 
CGACGCCTAACCGATTTCriXrra 
63* AI aA! aHi sCysLeulystysAsnSer Gl nVa! T rpLeuG! yA rgHi sAsnteuPheGJ uProGI 

261 Aa^C£.CAGGCC\CAGGG^ 

TCTCTCTCCGGTCTXXCAGGC^^ 
84 ► uAspThf Gl yGI nArgVa I P roVa I Ser Hi sSer PheP roHi sPf oLeuTy rAsnMa t Set LauL 
326 TC^AGCNTCAAAGCC^^ 

106> euLysHi sGI nSer LeuArgProAspGI uAspSer Ser Hi sAspLeuMat LauLeuArgLauSer 

391 CA«CTGCCAAGATC^CACA?;nT^ 

CTCGGACGGTTC?;GTSTCTACAA«^ 
128* G! uProAl aLysl I aThr AspVa I Va I LysVa I LeuGI ylauProThr Gl nGl uP roAI aLeuGl 

456 GACCACCTGCTACGCCTCAGGCTGCGGCAG^ 

CTGGTGGACGATGCCGAGTCCGACCe;: 
149> yThr Thr CysTyrAI aSer G! yTrpGI ySer 1 1 eG! uP roG! uG! uPheLeuArgProArgSer L 

521 TXCWCTGKL*jKCTCCATra 

AAOTCACACACTCKAGGTAGAGGACAC^ 
17 !► euGI nCysVa I Sar LeuHi sLeuLeuSer AsnAspMa t CysAl a ArgAI aTy r Ser Gl uLysVa I 

586 ACACACT?»TGTKnxnOCTO^ 

TGtCICV,CTACAAC\CACGACCCGAGAC C T CT 
193> Thr GI uPhetot LauCysAI aGl yLauT rpThr Gl yGI ylysAspThr CysGl yGI yAspSer Gl 

651 osGrccACTreTcroT M 

CCCAGGTOACAGACATTACCACAC^ 
214* yG! y ProLauVa I CysAsnGI yVa I LeuGI nGl y 1 1 aThr Ser T rpGI y P roGI uP roCysA! aL 

716 TCCCTCA^GCCTXTCT^ 

ACGGACTTTrCGGACGAaCATGTGGTTCCAO^ 
236* euProGI uLysProAl aVal TyrThr LysVal Val Hi sTyrArgLysT rp 1 1 eLysTyrThr 1 1 e 

781 GCAGC«ACCCCKAGTGCCCCTCT^^ 

CCTCGCTCGS^CTCAeSKSCRG^ 
253>AlaAIaAsnPro 



Pad 



Figure 5 
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1 G^TTC^TC-.TTGTC'^^ 

CTTAA-STACTAACACCCrCCGACC^ 

l>K'e\ I I eVal Gl yGlyTrpGI uCysGI ulysHi sSer Gl n?ro 

49 tc^aggtg:*^^^ 

accgtcc-rcgacac^.tgtcaotacctacccgtctcacacccccacag 

15HrpGI nValAI aVal TyrSerHi sGlyTrpAl aHi sCysG! yGI yVal 

57 CTGGTCCACCCTCaGTGGjI*^ 

a*CCAOo7GC^GG7CACC^ 
31> LeuVai Hi sProGI nT rpVal LeuThr Al aAl aHi sCysLeuLy sLys 

145 AATACCCAC^TC^C^ 

T7A7CSS7CC*GACCGACCC^^ 
47 ► AsnSer Gl nVal TrpLeuGl yArgHi sAsnLeuPheGI uProGl uAsp 

193 ACAGOCCAGASGGTCCC^^ 

T-:rrccGG?CTccc-.Ge^ 

63>Thr Gl yGI nArgVal ProVal Ser HisSer PhePr oHi sProLeuTy r 

241 AA7ATGAC<C7TC7GAJVGC^?CAAAG^ 

TTATAC TC GGAAGA C 7 7CG7A GT7TC C-GAATC~ HGTC7 AC iTCTG AG G 
79 ► AsnMet Ser LeuLeuLysHi sGI nSer Leu ArgProAspGI uAspSer 

2S9 acvtcvtc^cctcat^^ 

7CG(n , AC7GGAG7ACGACGAGGCGGV?AGTCTCGtt 
95> Ser Hi sAspLeuMat LeuLeuArgLeuSer Gl uProAl aLys I I aThr 

337 GATGTTGTatAfXn^CTO^ 



CTACAACACTTCCV3£ACCCGt*VZGGGTC 
111* AspVal Va I LysVal LeuGI yLeuProThr Gl nGI uProAl aLeuG! y 

385 ACC\CCTCC7ACCOCra 



127 ► ThrThr CysTyrAI a Ser Gl yTrpGIySer I I eGl uProGl uGl uPhe 



433 TTC^OCCCCVC^GTCTTC^ 

AACGCGGGG7CC7CACv\AGra 
143 ► LeuArgProArgSer LeuGI nCysVal Ser LeuHi sLeuLeuSer Asn 

481 C^CATCTCn^GCTACAGCTTACT^ 

CTCTAC*CVCGA7CTCGAA?GAa*C^ 
159>AspMat CysAI aArgAI aTyrSer Gl uLysVal Thr Gt uPheMet Leu 

529 TGTGe^GC^CTCTGG^CVC^^^ 

AC^CG&CCCCAGACCTGTCCY^ 
175> CysAI aGI yLeuT rpThr Gl yGI yLysAspThr CysGI yGI yAspSer 

CCCCCAGGTGAACAGAa1AT7AO 
19J> Gl yGI y P roLeuVa I CysAsnGI yVa I LeuGI nGI y I I eThr SerTrp 

625 GGCCCTCAGCCl^TGTvGCCTG^^^ 

CCGGGACTCGGTACACGGGA.CGGACTTTTCGGACGAC^ 
207 ► Gl yProGI uProCysAI aLeuProGI uLysProAl aVal TyrThr Lys 

673 GTGGTGCA?TACCGG!AAG7^GGaTCAA07ACACC^ 

•^rCnCGTAATC^KCrc^ 
223>ValValHisTyrArgLysTrpI leLysTyrThr I I eAI aAl aAsnPro 

ACTCACGGGGACAGGG^GG^ 





Figure 6 
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1 GTOCCCCTCMCC\CnCKGGATTCT 
CACGCC^GTAGGTCAG*CX:CT;J^ 
1> Val ProLeul I eGI nSerArgl I eVal GlyGlyTrpGl uCysGI uLysHi «Sar GI nPro 

61 TGGCAJGGTG3CTGTGTACAG7CATGGATGGGCACACTC 

ACCGTCC^CGA»CVrCTC^^ 
2lHrpGInValA!aValTyrSerHisGlyTrpAI aHisCysGIyGIyVaReuValHisPro 

121 a^GTGGGTGCTCACACCTCOZC^ 

GTCACCCACC^GTGTCCACGGCTAACG^ 
41> GI nT rpVa I LeuThr Al aAl aHi sCysLeuLyslysAsnSer GI nVa I T r pLeuGI yA rg 

181 CACAACCTttlTTa^C?^ 
CTGTTCXACAAACTCG&*C3ra 
61> Hi sAsnLeuPheGl uProGI uAspThr GlyGI nArgVa I ProVa ! Sar Hi sSer PhePro 

241 CACCCGCTCTACAATATGAGCCTT^^ 
GTCGGCGAGATGTTATACTCGGAAGA^ 
Sl> Hi sP roLeuTyrAsnMetSer LeuLeulysHi sGI nSer LeuArgProAspGI uAspSer 

301 AGCCATGACCTC*?GCTGC^ 

TCGGTTJOOGAGTACGACa^ 
101> Sar HI sAspLeuMe t LeuLeuArgLeuSer GI uP roAl aLys 1 1 eThrAspVa I Vallys 

361 ctcctgggcctgcccaccc^g^ 
caggacccg(»cgggt(»<ncctcgg^ 

121> Va I LeuGI yLeuP roThr G! nGI uP r oAI aleuGt yThr Thr CysTy r AI aSer GI yTrp 

421 GC^A<^\TCGAACCAGAC<^ 

CCGTCGTAGCTTGGTCTCCTCAA^ 
141* GI ySer 1 1 eGI uProGI uGI uPheLeuArgProArgSer LeuGI nCyeVal Ser LeuHi $ 

481 CTCCTGTCCAATGACATCK^GCTAGAC^ 

GAGGACAGGTTJUrTGTACACACGATCTCGAA^ 
161>LeuLeuSerAsnAspMstCysAi aArgAl aTyrSer GI uLysValThr G! uPheMaiLeu 

541 TGTG^GGGCTCTC-^^ 

ACACGACCCGAGACCTGTCO.CCATTTCTGTGAACACCCCCACT^ 
181> CysAI aGI yLeuT rpThr GI yGI yLysAspThr CysGI yGI yAspSer GI yGI y P roLeu 

601 GTCiCTAA?G3Ttn^7CTTCAA5GT 
CAGAt^TTACCAC^CGAASTT^ 
201> Va I CysAsnGI yVa I LeuGI nGI y 1 1 eThr Ser T rpGl y P roGI uProCysAI aLeuPro 

661 -SAAAAGCCTGCTGrGTACAD^ 

CTTTTCGGACGACACATGTGGTTCCACCAC3?>ATG^ 
221* GI uLysP roAl aVa I TyrThr LysVal Va I Hi aTyr ArgLysTrpI 1 eLysTy rThr 1 1 e 

721 GCAGCOACCCCTGAGMCCCCTGrCCCACCCCT 

CGTCGGTTGOXACTOCGGGr^C^^ 
241>AIaAIeAsnPro 



Figure 7 
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hK2 Expression in AVI 2 Cells 



1 2 3 4 5 6 



36 kDa 




30 kDa - 



Equivalent quantitiy 
of sample loaded 



1 ) Molecular Weight marker 1 5 nl 

2) pphK2 from E. Coli 1 

3) AVI 2-pGT-d 31 5 

4) AVI 2-pGThK2 #2 373 pi 

5) AV1 2-pGThK2 #4 351 p.1 

6) AV1 2-pGThK2 #48 338 p.! 
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Hydrophobic interaction Chromatography 
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SIza Exclusion Chromatography 
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SDS / PAGE Analysis of prohK2 and PSA 
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RECOMBINANT HK2 POLYPEPTIDE 



S Rarkgmund of the Invention 

The glandular kallikrcins are a subgroup of serine proteases 
which are involved in the post-translational processing of specific polypeptide 
precursors to their biologically active forms. The human kallikrein gene 
family consists of three members: prostate-specific antigen, human glandular 

10 kallikrein, and pancreatic/renal kallikrein. See J.A. Clements, Ffldpcr. Rev., 
ift 393 (1989) and TM Chu et al. (U.S. Patent No. 4,446,122). A common 
nomenclature for these members of the tissue (glandular) kallikrein gene 
families was recently adopted by T. Bag et al., in Recent Progress on Kinins: 
Rinchemistiv and Molecular Biology of the KalliWein-Kinin System. Aggn£ 

15 and Actions Supplements. Vol. I.. R Fritz et al.., eds., Birkkauser Verlag, 
Basel (1992), and is defined in Table I, below. 



20 



New 
Designa- 
25 lion 

hKLKl 



30 



35 



hKLK2 



hKLK3 



TABLE 1 

The Human Tissue Kallikrein Gene Family 
rappmveH spades designation: HSAt 



Previous 
Designa- 
tions 

KLK1 
hRKALL 



KLK2 
hGK-1 
hKK-3 

PSA 

PA 

APS 



mRNA/cDNA 

XHK1 and 

phKK25 

cDNAs 



XHPSA-1 
and PSA 
cDNAs 



Protein 

tissue kalli- 
krein (renal/ 
pancrease/sali- 
vary) 



prostate-specific 
glandular kalli- 
krein 

PSA (prostate- 
specific antigen) 



New Protein 
Designation 

hKl 



hK2 



hK3 
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The DNA sequence homology between hKLK2 and hKLK3 
(exon regions) is 80%, whereas the homology between hKLK2 and hKLKl is 
65% The deduced amino acid sequence homology of hK2 to hKl is 57% 
Amino acid sequences deduced by LJ. Schedlich et al., DNA. 6, 429 (1987) 
5 *nH B I Morris Din Fvp Pharmacol. Phvsiol. 16. 345 H989) indicate that 
hK2 may be a trypsin-like serine protease, whereas hK3 (PSA) is a 
chymotrypsin-like serine protease. Therefore, if hK2 is indeed secretory, it 
may have a different physiological function than hK3. 

The hKLK2 gene is located about 12 kbp downstream from the 

10 hKLK3 gene in a head-to-tail fashion on chromosome 19. (P.R Riegman et 
ah, FEBS LetL. 247. 123, (1989)). The similarities of gene structure and 
deduced amino acid sequences of these human kallikreins suggest that their 
evolution may involve the same ancestral gene. Most interestingly, as 
reported by Moms, cited supm P. Chapdelaine, FEBS Lett. 236. 205 (1988); 

15 and Young, Biochemistry 31. 1952 (1992), both hK2 and hK3 may be 
expressed only in the human prostate, while expression of hKl is limited to 
the pancreas, submandibular gland, kidney, and other nonprostate tissues. 

Tremendous interest has been generated in hK3 (PSA) because 
of the important role it plays as a marker to detect and to monitor progression 

20 of prostate carcinoma. Its usefulness as a marker is based on the elevated 
serum concentration of circulating hK3 proteins which are frequently 
associated with prostatic cancer. The serum concentration of hK3 has been 
found to be proportional to the cancer mass in untreated patients, but is also 
proportional to the volume of hyperplastic tissue in patiems with benign 

25 prostatic hyperplasia (BPH). The serum levels of hK3 become reduced 
following prostate cancer therapy. 

Despite the information which can be ascertained about hK2 
from the genomic DNA sequence, very little is known about the hK2 
polypeptide itself. The reason for this is that the protein has not been purified 

30 and characterized Thus, a need exists for a method to obtain hK2 

polypeptide and related polypeptides in sufficient quantity and purity for 
characterization and for use as therapeutic/diagnostic agents or reagents. 
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ftimnwy nf fhe invention 
The present invention provides an isolated, substantially 
homogenous hK2 polypeptide. As used herein, in the term ,f hK2 polypeptide" 
includes pre-pro hK2, pro hK2 and mature hK2 polypeptides. Pre-pro hK2 is 
5 secreted by the cell in vivo, and is cleaved during secretion to yield pro hKZ 
which is then enzymatically cleaved in the extracellular environment to yield 
"mature" hK2. Most preferably, the hK2 polypeptide is contiguous in amino 
acid sequence with SEQ ID NO: 16, SEQ ID NO: 6 or SEQ ID NO: 10. 

The present invention also provides isolated nucleic acid 

10 molecules encoding hK2 polypeptide, including (a) a cDNA molecule 

comprising the nucleotide sequence of the coding region of the hK2 gene; (b) 
a DNA molecule capable of hybridizing under stringent conditions to a 
nucleotide sequence complementary to the nucleotide sequence of (a); and (c) 
a genetic variant of any of the DNA molecules of (a) and (b) which encodes 

15 of polypeptide processing an antigenic function of naturally occurring hK2 
polypeptide. Preferably, the nucleic acid comprises a discrete, isolated DNA 
or RNA molecule encoding the complete hK2 polypeptide, which can include 
the pre-pro, pro or mature forms. Most preferably, the nucleic acid is a DNA 
sequence contiguous with SEQ ID NO: 5, 7 or 9, i.e., as shown in Figs. 5, 6 

20 or 7. These DNA sequences can be produced using the polymerase chain 
reaction (PCR), and novel oligonucleotide primers employed in the synthesis 
are also an embodiment of the invention. 

The nucleic acid sequence also can comprise a promoter 
operably linked to the nucleic acid sequence. Therefore, the invention also 

25 comprises a chimeric expression vector comprising the above-described 

nucleic acid sequence, operationally linked to control sequences recognized by 
a host cell transformed with the vector, as well as said transformed host cell, 
and methods of its p repar ati on and use to produce recombinant hK2. Thus, 
the present invention also provides a method of using a nucleic acid molecule, 

30 such as a cDNA clone encoding hK2 polypeptide, comprising expressing the 
nucleic acid molecule in a cultured host cell transformed, preferably stably 
transformed, with a chimeric expression vector comprising said nucleic acid 
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molecule operably linked to control sequences recognized by the host cell 
transformed with the vector, and recovering the hK2 polypeptide from the 
transgenic host cell, i.e., from the culture medium. As used herein, the term 
"chimeric" means that the vector comprises DNA from at least two different 
5 species, or comprises DNA from the same species, which is linked or 
associated in a manner which does not occur in the "native" form of said 
species. 

More specifically, E. coli and haculovinis insect cells systems 
have been employed to produce hK2 polypeptides in two forms, i.e. pre-pro 

10 hK2 (pphK2) and mature hK2 (mhK2). Thus, the present invention provides 
the first example of the overexpression of hK2 in heterologous systems. 
However, although pphK2 produced in E- coli has proven to be an invaluable 
resource for generating antibodies to the denatured form of the protein, it is 
desirable to both discern the steps involved in the biosynthesis of hK2 and to 

15 obtain antibodies specific for the fully processed and secreted form of the 
protein. Therefore, mammalian cell systems have been employed to produce 
hK2 polypeptides. Thus, the present invention also provides the first example 
of the expression of hK2 in mammalian cells and purification and 
characterization of the secreted protein. 

20 The high degree of amino acid sequence homology of hK2 with 

hK3 indicates that measuring serum concentrations of both proteins may be 
useful in the diagnosis and monitoring of prostate cancer. For example, the 
antibodies developed against hK3 now used in these assays could theoretically 
also recognize hK2, because of mutual contamination in the antigenic 

25 preparations used to develop the anti-hK3 antibodies or because of antibody 
cross-reactivity between these two proteins. This could account for the 
substantial percentage of false positive results which are observed in current 
hK3 assays. On the other hand, if circulating hK2 levels are also elevated 
above baseline levels in prostate cancer patients, detection of hK2 by hK2- 

30 specific antibodies could provide an alternative, confirmatory assay for 
prostate cancer. 
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Therefore, hK2 polypeptide, as well as variants and subunits 
thereof produced by the present method can be used to produce populations 
of antibodies that, in turn, can be used as the basis for assays to detect and 
quantify hK2 polypeptide (or "protein") in samples derived from tissues such 

5 as prostate carcinomas, cells such as prostate cell lines, or from fluids such as 
seminal fluid or blood Thus, the present invention also provides populations 
of monoclonal or polyclonal antibodies that specifically bind to hK2 
polypeptide, while not significantly binding to hK3. The term "significantly" 
is defined by reference to the comparative assays discussed below. These 

10 antibodies can also be used in affinity chromatography, to purify mammalian 
hK2 from natural sources. The isolated, substantially homogeneous hK2 can 
also be employed as a component in diagnostic assays for "native" hK2 in 
samples derived from human tissues or physiological fluids. For example, the 
recombinant hK2 can be bound to a detectable label and employed in 

15 competitive immunoassays for hK2, as described in US. patent application 
Serial No. 08/096,946, filed July 22, 1993. 

As used herein with respect to the present invention, the terms 
"hK2 polypeptide," "hK2 protein," and "hK2" are considered to refer to 
identical human materials, unless otherwise indicated. 

20 

Brief nescripHnn of the Figures 
Figure 1 depicts a time course study of recombinant pphK2 in 
s/9 cells infected with recombinant pphK2 virus. At each of the time points 
cells were depleted of methionine and cysteine for 1 hour in deficient media 
25 and then supplemented with [ 35 S]-methione and [ 35 S>cysteine. Protein was 
determined by Bradford assay. Aliquots of protein (20 ug) were loaded onto 
a 12% Tris-Glycine SDS gel. A Phospbxjrirnager cassette was exposed 
overnight. The band of interest is indicated with an arrow, w.t: wild type. 

Figure 2 depicts the detection of recombinant mhK2 in cell 
30 lysate fractions. S/9 cells were infected either with recombinant mhK2, wild 
type or left uninfected for 48 hours. Methionine and cysteine pools were 
depleted for 1 hour in deficient media. Cells were supplemented with [ 35 S]- 
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methionine and [ 33 S>cysteine for 6 hours. Cells were separated into soluble 
and insoluble fractions using H 2 0 and repeated freeze/thaw conditions. 
Aliquots of protein (50 ng per lane) were loaded onto a 10% Tris-Glycine 
SDS gel and electrophoresed. The gel was dried and exposed to x-ray film 

5 for 2 days. The band of interest is indicated with an arrow. 

Figure 3 depicts the expression of recombinant pphK2 in E. 
coli. E coli strain BL21 (DE3) LysS harboring pBppHK2 was grown in LB 
media to O.D.^ 02 and incubated without (lane 2, not-induced (N)) or with 
(lane 3, induced (I)) 0.4 mM IPTG for 2 hrs. Cells were lysed in sample 

10 buffer and subjected to SDS/PAGE on a 4-20% gradient gel. Protein bands 
were visualized by staining the gel with Coomassie blue. 

Figure 4 depicts the amino acid sequences of mature hK2 
(deduced from cDNA sequence, SEQ ID NO: 16) and hK3 (SEQ ID NO: 1). 
Underlined sequences denote nonhomologous regions that can be used for 

IS preparation of antibodies specific to hK2. 

Figure 5 depicts pphK2 cDNA containing a BamHl site at the 
S end and a Pstl site at the 3' end (SEQ ID NO 5) (coding strand is 
numbered) as well as the amino acid sequence of pre-pro hK2 encoded 
thereby (SEQ ID NO: 6). The amino acid sequences of pro hK2 and mature 

20 hK2 are also shown on the Figure. 

Figure 6 depicts mhK2 cDNA containing an EcoRl site at the 
5' end and Pstl site at the 3* end (SEQ ID NO: 7), as well as the 
corresponding amino acid sequence (SEQ ID NO 8) which encompasses the 
amino acid sequence of mhK2 polypeptide. 

25 Figure 7 depicts pro hK2 DNA (SEQ ID NO: 9) (coding strand 

is numbered) and the amino acid sequence of pro hK2 (SEQ ID NO: 10). 

Figure 8 depicts a gel confirming the expression of recombinant 
pphK2 in a mammalian cell line. AV12-pGThK2 (Lane 4-6) and AV12-pGT- 
d (Lane 3) clonal cell lines were grown in D10F media About 300|xl of 

30 spent medium from the above clones were concentrated and subjected to 
SDS/PAGE along with See Blue MW marker (lane 1) and pphK2 lysate from 
E. coli cells (lane 2). The gel was blotted onto nitrocellulose paper and 



WO 95/30758 



PCT/US95/06157 



7 

immunoblotted using a 1/1000 dilution of anti-pphK2 rabbit antiserum. HRP- 
goat anti-rabbit was used as the secondary probe and the blot was developed 
by DAB plus Hfo. Lane 3 (AV12-pGT-d) is AV12 transfected with vector 
without insert 

5 Figure 9 depicts the DEAE chromatography of AV12 media. 

The sample was applied in a bicarbonte buffer, pH 8 and eluted with a salt 
gradient The solid line is the elution profile. The triangle line 
r epre s ents the FT ISA assay of individual samples which had been dried onto 
microtiter plates and developed with rabbit anti-hK2 antibody. 

10 Figure 10 depicts the hydrophobic interaction profile of DEAE 

fractions. The fractions were pooled, concentrated and applied to an HIC 
column in 12 M sodium sulfate, and eluted with a decreasing salt gradient. 
The solid line is A^ and the triangle line shows the ELISA assay profile of 
the fractions using rabbit anti-hK2 antibody. 

15 Figure 1 1 depicts the Size Exclusion Chromatography of HIC 

purified prohK2, in particular, the A^ profile of 22 min peak eluted off HIC 
column. The 19.4 min peak appears homogeneous by SDS-PAGE. After this 
peak was lyophilized, the N-tenninal sequence and amino acid composition 
confirmed its identity as the pro form of hK2. 

20 Figure 12 depicts the SDS/PAGE analysis of prohK2 and PSA. 

l.Sjig of purified phK2 or PSA was boiled in sample buffer containing (R) or 
not containing (N) 1% BME. Samples were subjected to SDS/PAGE on a 4- 
20% gel. The protein bands were visualized by staining the gel with silver. 

25 Detailed Description of the Invention 

As used herein, die term "hK2 polypeptide" preferably 
encompasses the recombinant pre-pro, pro and mature hK2 polypeptides. As 
proposed herein, a mature hK2 polypeptide having the amino acid sequence 
shown in Fig. 4 (SEQ ID NO: 16X as well as "variant" polypeptides which 

30 share at least 90% homology with SEQ ID NO: 16 in the regions which are 
substantially homologous with hK3, i.e., which regions are not identified by 
bars as shown in Fig. 4. Such hK2 polypeptides also possess antigenic 
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function in common with the mature hK2 molecule of Fig. 4, in that said 
polypeptides are also definable by antibodies which bind specifically thereto, 
but which do not cross-react with hK3 (or hKl). Preferably, said antibodies 
react with antigenic sites or epitopes that are also present on the mature hK2 

5 molecule of Fig. 4. Antibodies useful to define common antigenic function 
are described in detail in Ser. No. 08/096,946, i.e., polyclonal antisera 
prepared in vivo against hK2 submit 41-56. 

"Isolated hK2 nucleic acid" is RNA or DNA containing greater 
than 15, preferably 20 or more, sequential nucleotide bases that encode a 

10 biologically active hK2 polypeptide or a variant fragment thereof, that is 
complementary to the non-coding strand of the native hK2 polypeptide RNA 
or DNA, or hybridizes to said RNA or DNA and remains stably bound under 
stringent conditions. Thus, the RNA or DNA is isolated in that it is free from 
at least one contaminating nucleic acid with which it is normally associated in 

15 the natural source and is preferably substantially free of any other mammalian 
RNA or DNA. The phrase "free from at least one contaminating source 
nucleic acid with which it is normally associated" includes the case where the 
nucleic acid is reintroduced into the source or natural cell but is in a different 
chromosomal location or is otherwise flanked by nucleic acid sequences not 

20 normally found in the source cell. An example of isolated hK2 nucleic acid is 
RNA or DNA that encodes a biologically active hK2 polypeptide sharing at 
least 90% sequence identity with the hK3-homologous regions of the hK2 
peptide of Fig. 4, as described above. The term "isolated, substantially 
homogenous" as used with respect to an hK2 polypeptide is defined in terms 

25 of the methodologies discussed herein below. 

As used herein, the term "recombinant nucleic acid," i.e., 
"recombinant DNA" refers to a nucleic acid, i.e., to DNA that has been 
derived or isolated from any appropriate tissue source, that may be 
subsequently chemically altered in vitro, an later introduced into target host 

30 cells, such as cells derived from animal, plant, insect, yeast, fungal or 

bacterial sources. An example of recombinant DNA "derived" from a source, 
would be a DNA sequence that is identified as a useful fragment encoding 
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WK2, or a fragment or variant thereof, and which is then chemically 
synthesized in essentially pure form. An example of such DNA "isolated" 
from a source would be a useful DNA sequence that is excised or removed 
from said source by chemical means, e.g, by the use of restriction 

5 endonucleases, so that it can be further manipulated, eg., amplified, for use in 
the invention, by the methodology of genetic engineering. 

Therefore, "recombinant DNA" includes completely synthetic 
DNA sequences, semi-synthetic DNA sequences, semi-synthetic DNA 
sequences, DNA sequences isolated from biological sources, and DNA 

10 sequences derived from introduced RNA, as well as mixtures thereof. 
Generally, the recombinant DNA sequence is not originally resident in the 
genome of the host target cell which is the recipient of the DNA. or it is 
resident in the genome but is not expressed. 

The recombinant DNA sequence, used for transformation 

15 herein, may be circular or linear, double-stranded or single-stranded. 
Generally, the DNA sequence is in the form of chimeric DNA, such as 
plasmid DNA, that can also contain coding regions flanked by control 
sequences which promote the expression of the recombinant DNA present in 
the resultant cell line. For example, the recombinant DNA may itself 

20 comprise a promoter that is active in mammalian cells, or may utilize a 
promoter already present in the genome that is the transformation target. 
Such promoters include the CMV promoter, as well as the SV 40 late 
promoter and retroviral LTRs (long terminal repeat elements). Aside from 
recombinant DNA sequences that serve as transcription units for hK2 or 

25 portions thereof, a portion of the recombinant DNA may be untranscribed, 
serving a regulatory or a structural function. 

"Control sequences" is defined to mean DNA sequences 
necessary for the expression of an operably linked coding sequence in a 
particular host organism The control sequences that are suitable for 

30 prokaryotic cells, for example, include a promoter, and optionally an operator 
sequence, and a ribosome binding site. Eukaryotic cells are known to utilize 
promoters, polyadenylation signals, and enhancers. 
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"Operably linked" is defined to mean that the nucleic acids are 
placed in a functional relationship with another nucleic acid sequence. For 
example, DNA for a presequence or secretory leader is operably linked to 
DNA for a polypeptide if it is expressed as a preprotein that participates in 
5 the secretion of the polypeptide; a promoter or enhancer is operably linked to 
a coding sequence if it affects the transcription of the sequence; or a ribosome 
binding site is operably linked to a coding sequence if it is positioned so as to 
facilitate translatioa Generally, "operably linked" means that the DNA 
sequences being linked are contiguous and, in the case of a secretory leader, 

10 contiguous and in reading phase. However, enhancers do not have to be 
contiguous. Linking is accomplished by ligation at convenient restriction 
sites. If such sites do not exist, the synthetic oligonucleotide adaptors of 
linkers are used in accord with conventional practice. 

Aside from recombinant DNA sequences that serve as 

15 transcription units for hK2 or portions thereof a portion of die recombinant 
DNA may be untranscribed, serving a regulatory or a structural function. 

The recombinant DNA to be introduced into the cells further 
will generally contain either a selectable marker gene or a reporter gene or 
both to facilitate identification and selection of transformed cells from the 

20 population of cells sought to be transformed. Alternatively, the selectable 
marker may be carried on a separate piece of DNA and used in a co- 
transformation procedure. Both selectable markers and reporter genes may be 
flanked with appropriate regulatory sequences to enable expression in the host 
cells. Useful selectable markers are well known in the art and include, for 

25 example, antibiotic and herbicide-resistance genes, such as hpt, dhfc baL 
aroA. dapA and the like. 

Reporter genes are used for identifying potentially transformed 
cells and for evaluating the functionality of regulatory sequences. Reporter 
genes which encode for easily assay able proteins are well known in the art. 

30 In general, a reporter gene is a gene which is not p rese nt in or expressed by 
the recipient organism or tissue and which encodes a protein whose expression 
is manifested by some easily detectable property, e.g., enzymatic activity. 
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Preferred genes include the chloramphenicol acetyl transferase gene (cat) from 
Tn9 nf R coli. the beta-glucurorodase gene (gus) of the mdA locus ofE^fioli, 
and the luciferase gene from firefly Fhfltinus pyralis- Expression of the 
reporter gene is assayed at a suitable time after the DMA has been introduced 

5 into the recipient cells. 

Other elements functional in the host cells, such as introns, 

enhancers, polyadenylation sequences and the like, may also be a part of the 

recombinant DNA. Such elements may or may not be necessary for the 

function of the DNA, but may provide improved expression of the DNA by 
10 affecting transcription, stability of me mRNA, or the like. Such elements may 

be included in the DNA as desired to obtain the optimal performance of the 

transforming DNA in the cell. 

The general methods for constructing recombinant DNA which 

can transform target cells are well known to those skilled in the art, and the 
15 same compositions and methods of construction may be utilized to produce 

the DNA useful herein. For example, J. Sambrook et al., Molm i lar Cloning ; 

A t ahnratnrv Manual. Cold Spring Harbor Laboratory Press (2d ed, 1989), 

provides suitable methods of construction. 

The recombinant DNA can be readily introduced into the target 
20 cells by transfection with an expression vector comprising cDNA encoding 

hK2, for example, by the modified calcium phosphate precipitation procedure 

of C. Chen et al., Mnl Cell. BinL 1 2745 (1987). Transfection can also be 

accomplished by lipofectin, using cornmercially available kits, e.g., provided 

by BRL. 

25 Suitable host cells for the expression of hK2 polypeptide are 

derived from multicellular organisms. Such host cells are capable of complex 
processing and glycosylation activities. In principle, any higher eukaryotic 
cell culture is workable, whether from vertebrate or invertebrate culture. 
Examples of invertebrate cells include plant and insect cells. Numerous 

30 baculoviral strains and variants and corresponding permissive insect host cells 
from hosts such as Spodoptem frugipenh (caterpillar), Aedes aegypti 
(mosquito), Aedes cdbopictus (mosquito), Drvsophila melcnogaster (fruitfly), 
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and Bombyx mori have been identified See, e.g., Luckow et al., 
Biotechnolog y. & 47 (1988); Miller et al., in figKtic Engineering, J. K. 
Setlow et al., eds., Vol. 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda 
et al., Nature: 315:592 (1985). A variety of viral strains for transfection are 
5 publicly available, e.g., the L-l variant of Autognpha cdifomica NPV and the 
Bm-5 strain of Bombyx mori NPV, and such viruses may be used, preferably 
for transfection of Spodopteru frugiperda cells. 

Recovery or isolation of a given fragment of DNA from a 
restriction digest can empoly separation of the digest on polyacrylamide or 

10 agarose gel by electrophoresis, identification of the fragment of interest by 
comparison of its mobility versus that of marker DNA fragments of known 
molecular weight, removal of the gel section containing the desired fragment 
and separation of the gel from DNA For example, see Lawn et al., Nucleic 
Acids Res.. 2, 6103-61 14 (1981), and Goeddel et al., Nucleic Acids Res.. £, 

15 4057(1980). 

"Southern analysis" or "Southern blotting" is a method by 
which the presence of DNA sequences in a restriction endonuclease digest of 
DNA or DNA-containing composition is confirmed by hybridization to a 
known, labeled oligonucleotide or DNA fragment Southern analysis typically 

20 involves electrophoretic separation of DNA digests on agarose gels, 

denaturation of the DNA after electrophoretic separation, and transfer of the 
DNA to nitrocellulose, nylon, or another suitable membrane support for 
analysis with a radiolabeled, biotinylated, or enzyme-labeled probe as 
described in sections 9.37-9.52 of Sambrook et al., supra 

25 "Northern analysis" or "Northern blotting" is a method used to 

identify RNA sequences that hybridize to a known probe such as an 
oligonucleotide, DNA fragment, cDNA or fragment thereof, or RNA fragment 
The probe is labeled with a radioisotope such as 32-P, by biotinylation or with 
an enzyme. The RNA to be analyzed can be usually electruphoretically 

30 separated on an agarose or polyacrylamide gel, transferred to nitrocellulose, 
nylon, or other suitable membrane, and hybridized with the probe, using 
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standard techniques well known in the art such as those described in sections 
7.39-7.52 of Sambrook et al., supra. 

"Polymerase chain reaction" or "PCR" refers to a procedure or 
technique in which amounts of a preselected piece of nucleic acid, RNA 

5 and/or DNA are amplified as described in U.S. Patent No. 4,683,195. 
Generally, sequence information from the ends of the region of interest or 
beyond is employed to design oligonucleotide primers. These primers will be 
identical or similar in sequence to opposite strands of the template to be 
amplified PCR can be used to amplify specific RNA sequences, specific 

10 DNA sequences from total genomic DNA and cDNA transcribed from total 
cellular RNA bacteriophage or plasmid sequences, and the like. See 
generally Mullis et al., Cold Spring Habor Symp. Quart. Biol., 51, 263 
(1987); Erlich, ed, PCR Technology, (Stockton Press, NY, 1989). 

"Stringent conditions" are those that (1) employ low ionic 

15 strength and high temperature for washing, for example, 0.015 M NaCl/0.0015 
M sodium citrate (SSC); 0.1% sodium lauryl sulfate (SDS) at 50°C, or (2) 
employ during hybridization a denaturing agent such as forrnamide, for 
example, 50% (vol/vol) forrnamide with 0.1% bovine serum albiirnin/0.1% 
Ficoll/0.1% rx>lyvmylpyrrolidone/50 mM sodium phosphate buffer at pH 6.5 

20 with 750 mM NaCl, 75 mM sodium citrate at 42°C. Another example is use 
of 50% forrnamide, 5 x SSC (0.75 M NaCl, 0.075 M sodium citrate), 50 mM 
sodium phosphate (pH 6.8), 0.1% sodium pyrophosphate, 5 x Denhardfs 
solution, sonicated salmon sperm DNA (50 ug/ml), 0.1% SDS, and 10% 
dextran sulfate at 42°C, with washes at 42°C in 0.2 x SSC and 0.1% SDS. 

25 When hK2 polypeptide is expressed in a recombinant cell other 

than one of human origin, the hK2 polypeptide is completely free of proteins 
or polypeptides of human origin. However, it is necessary to purify hK2 
polypeptide from recombinant cell proteins or polypeptides to obtain 
preparations that are substantially homogeneous as to hK2 polypeptide. For 

30 example, the culture medium or lysate can be centrifuged to remove 

particulate cell debris. The membrane and soluble protein fractions are then 
separated The hK2 polypeptide may then be purified from the soluble 
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protein fraction and, if necessary, from the membrane fraction of the culture 
lysate. HK2 polypeptide can then be purified from contaminant soluble 
proteins and polypeptides by fractionation on immunoaffinity or ion-exchange 
columns; ethanol precipitation; reverse phase HPLC; chromatography on silica 

5 or on a cation-exchange resin such as DEAE; chromatofocusing; SDS-PAGE; 
ammonium sulfate precipitation; gel filtration using, for example, Sephadex 
G-75; or ligand affinity chromatography. 

Once isolated from the resulting transgenic host cells, 
derivatives and variants of the hK2 polypeptide can be readily prepared For 

10 example, amides of the hK2 polypeptides of the present invention may also be 
prepared by techniques well known in the ait for converting a carboxylic acid 
group or precursor, to an amide. A preferred method for amide formation at 
the C-terminal carboxyl group is to cleave the polypeptide from a solid 
support with an appropriate amine, or to cleave in the presence of an alcohol, 

15 yielding an ester, followed by aminolysis with the desired amine. 

Salts of caiboxyl groups of the hK2 polypeptide may be 
prepared in the usual manner by contacting the peptide with one or more 
equivalents of a desired base such as, for example, a metallic hydroxide base, 
e.g., sodium hydroxide; a metal carbonate or bicarbonate base such as, for 

20 example, sodium carbonate or sodium bicarbonate; or an amine base such as, 
for example, triethylamine, triethanolamine, and the like. 

N-acyl derivatives of an amino group of the present 
polypeptides may be prepared by utilizing an N-acyl protected amino acid for 
the final condensation, or by acylating a protected or unprotected peptide. O 

25 acyl derivatives may be prepared, for example, by acylation of a free hydroxy 
peptide or peptide resin. Either acylation may be carried out using standard 
acylating reagents such as acyl halides, anhydrides, acyl imidazoles, and the 
like. Both N- and Oacylation may be carried out together, if desired In 
addition, the internal hK2 amino acid sequence of Fig. 4 can be modified by 

30 substituting one or two conservative amino acid substitutions for the positions 
specified, including substitutions which utilize the D rattier than L form. The 
invention is also directed to variant or modified forms of die hK2 polypeptide 
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of Fig. 4. One or more of the residues of this polypeptide can be altered, so 
long as antigenic function is retained Conservative amino acid substitutions 
are prefened-that is, for example, aspartic-glutamic as acidic amino acids; 
lysine/aipnine/histidine as basic amino acids; leucine/isoleucine, 

5 methionine/valine as hydrophobic amino acids; 

serine/glycine/alanine/lhreonine as hydrophilic amino acids. 

Acid addition salts of the polypeptides may be prepared by 
contacting the polypeptide with one or more equivalents of the desired 
inorganic or organic acid, such as, for example, hydrochloric acid Esters of 

10 carboxyl groups of the polypeptides may also be prepared by any of the usual 
methods known in the art 

Once isolated, hK2 polypeptide and its antigenically active 
variants, derivatives and fragments thereof can be used in assays for hK2 in 
samples derived from biological materials suspected of containing hK2 or 

15 anti-hK2 antibodies, as disclosed in detail in Serial No. 08/096,946. For 
example, the hK2 polypeptide can be labelled with a detectable label, such as 
via one or more radiolabeled peptidyl residues, and can be used to compete 
with endogenous hK2 for binding to anti-hK2 antibodies, i.e., as a "capture 
antigen" to bind to anti-hK2 antibodies in a sample of a physiological fluid, 

20 via various competitive immunoassay format for hK2 which uses immobilized 
anti-hK2 antibodies is carried out by: 

(a) providing an amount of anti-hK2 antibodies attached to a solid 
surface; 

(b) mixing the sample of physiological fluid to be tested with a 
25 known amount of hK2 polypeptide which comprises a 

detectable label, to produce a mixed sample; 

(c) contacting said antibodies on said solid surface with said mixed 
sample for a sufficient time to allow immunological reactions 
to occur between said antibodies and said hK2, and between 

30 said antibodies and said labelled polypeptide; 

(d) separating the solid surface from the mixed sample; 
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(e) detecting or determining the presence or amount of labelled 
polypeptide either bound to the antibodies on the solid surface 
or remaining in the mixed sample; and 

(f) determining from the result in step (e) the presence or amount 
5 of said hK2 in said sample. 

In another format which can detect endogenous hK2 in a 
sample by a competitive inhibition immunoassay, a known amount of anti- 
hK2 antibody is added to a sample containing an unknown amount of 
endogenous hK2. The known amount is selected to be less than the amount 

10 required to complex all of the hK2 suspected to be present, e.g., that would be 
present in a sample of the same amount of physiological fluid obtained from a 
patient known to be prostate cancer. Next, a known amount of the hK2 
polypeptide of the invention or a subunit thereof; comprising a detectable 
label is If endogenous hK2 is present in the sample, fewer antibodies 

15 will be available to bind the labelled hK2 polypeptide, and it will remain free 
in solution. If no endogenous hK2 is present, the added labelled polypeptide 
will complex with the added anti-hK2 antibodies to form binary complexes. 
Next, the binary antibody-antigen complexes are precipitated by an anti- 
mammal IgG antibody (sheep, goat, mouse, etc.). The amount of radioactivity 

20 or other label in the precipitate (a ternary complex) is inversely proportional 
to the amount of endogenous hK2 that is present in the sample, e.g., a pellet 
containing reduced amounts of radioactivity is indicative of the presence of 
endogenous hK2. 

Alternatively to the conventional techniques for preparing 

25 polyclonal antibodies or antisera in laboratory and farm animals, monoclonal 
antibodies against hK2 polypeptide can be prepared using known hybridoma 
cell culture techniques. In general, this method involves prepared an 
antibody-producing fused cell line, e.g., of primary spleen cells fused with a 
compatible continuous line of myeloma cells, and growing the fused cells 

30 either in mass culture or in an animal species from which the myeloma cell 
line used was derived or is compatible. Such antibodies offer many 
advantages in comparison to those produced by inoculation of animals, as they 
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are highly specific and sensitive and relatively "pure" immunochemically. 
Immunologically active fragments of the present antibodies are also within the 
scope of the present invention, e.g., the f(ab) fragment, as are partially 
humanized monoclonal antibodies. 
5 The invention will be further described by reference to the 

following detailed examples. 

Example 1. 

r/msmiction of HQ expression vectois 

10 (A) fienerarion of recombinant haculoviruses containing pphK2 and mhK2 
coding sequences 

A cDNA (approximately 820 bp long) encoding the entire 
prepro-hK2 (pphK2) (from nucleotide #40 to #858 relative to the start site of 
the pphK2 transcript), as shown in Fig. 5, was synthesized from RNA of 

15 human BPH tissue using reverse-transcription polymerase chain reaction (RT- 
PCR) technology with a pair of hK2 specific oligonucleotide primers 
(5 , ACGCGGATCCAGCATGTGGGACCTGGTTC^IX^3 , SEQ ID NO: 2 and 
S'ACAGCTGCAGTTTACTAGAGGTAGGGGTGGGAC 3' SEQ ID NO:3). 
This cDNA was generated such that 5' and 3' ends (with respect to pphK2 

20 sense sequence) were bracketed with BamHl and Pst 1 sequences 

respectively. The cDNA was then purified by agarose gel electrophoresis, and 
digested with BamHl and Pst 1 restriction enzymes. The restricted cDNA 
was ligated with the BamHl -Pst 1 digested pVL1393 plasmid vector and 
transformed into the E. coli HB101 strain. E. coli harboring pphK2 

25 cDNA/pVL1393 plasmid vector were selected and verified by restriction 

enzyme mapping and DNA sequencing. Plasmid pphK2 cDNA/pVL1393 was 
mass-produced in E. coli and purified by CsCl gradient ultra-centrifugation. 

cDNA encoding the mature hK2 was synthesized using PCR 
with the aforementioned pphK2 cDNA as the template plus a pair of hK2 

30 oligonucleotides (5 , ACGCGGATCCAGCATGTGGGACCTGGTTCTC^3 , 
SEQ ID NO. 2 and 

5 , ACCGGAATTCATGATTGTGGGAGGCTGGGAGTGT3 ? SEQ ID NO: 4). 



WO 95/30758 PCT/US9S/061S7 

18 

As noted, the 3* end oligonucleotide was the same 3' end oligonucleotide used 
for synthesizing the pphK2 cDNA. However, the 5' end oligonucleotide was 
different from the 5' oligonucleotide used for the pphK2 cDNA, and therefore 
generates a cDNA coding for the mature form of hK2 (mhK2), as shown in 

5 Fig. 6. The mhK2 cDNA was bracketed with EcoRl and Pstl sequences at 
the 5' and 3' ends respectively. Hie protein produced from the mhK2 cDNA 
will gain an exogenous methionine at its N-terminus. The mhK2/pVL1393 
vector was generated and purified as described for pphK2/pVL1393. The 
DNA sequence analysis for pphK2 and mhK2 in pVL1393 showed that one 

10 nucleotide (#805) has been altered (G to T) in a silent mutation. 

pphK2/pVL1393 or mhK2/pVL1393 DNA (2 ug) were 
cotransfected with a linearized Baculogold DNA (0.5 ug; Ptarmingen, San 
Diego, CA) into S;9 insect cells according to Pharmingen instructions (S. 
Gruenwold et al., baculovirus expression vector system: Procedures and 

15 Methods Manual, Pharmingen, San Diego, CA (1993)). Four to six days after 
the transfection, ^9 cell spent medium containing viral particles was harvested 
and used to infect fresh Sj9 cells to amplify viral titers. Total RNA was 
isolated for Northern blot analysis of authentic pphK2 or mhK2 transcript 
using hK2 cDNA as a probe. Further proof of pphK2 or mhK2 transcript 

20 expressed in recombinant virus infected S/9 cells was obtained by RT-PCR 
and DNA sequencing. Pure recombinant baculovirus containing pphK2 or 
mhK2 were obtained by secondary or tertiary plaque purification protocol 
according to instructions from Pharmingen (S. Gruenwold et al, cited above). 

25 FT a n T l»'L 

f^mnalinn nf pmtanvotic CTPreSSioiL^fiCtDr 

A 0.8 kb fragment representing the entire preprohK2 (pphK2) 
coding sequence was generated by polymerase chain reaction (PCR) using 
primers A (5TATACATATGTGGGACCTGGTTCTCTCC3' SEQ ID NO.: 1 1) 
30 and B (5'ATATGGATCCTCAGGGGTTGGCTGCGATGGT3' SEQ ID NO: 
12) and plasmid pVL1393 containing pphK2 as the template. The pphK2 
bacterial expression vector (pBPPHK2) was prepared by standard DNA 
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cloning technology, (Sambrook, cited above), to subclone this 0,8 kb fragment 
into the Ndel/BamHl site of the plasmid pPHS579 (a gift from Dr. R 
Hsiung, Eli Lilly Co, Inc.) under the control of T7 promoter. The DNA of 
the entire insert, plus the cloning sites was sequenced to confirm that no 
5 doling artifacts had occurred and to ensure that no anomalies in the sequence 
had been generated by PCR. pBPPHK2 was transformed into E. coli BL21 
(DE3)Lys S (Novagen, Inc., Madison, WI). 

Example 3. 

10 Generation of a mammalian expression vector 

To express hK2 in mammalian cell lines, a 0.8 kb fragment 
representing the entire preprohk2 (pphK2) coding sequence was generated by 
PGR using primers 

A(5 f ATATGGATCCATATGTCAGCATGTGGGACCTGG^ 

15 (SEQ ID NO: 17) and 

B(5 , ATATGGATCCTCAGGGGTTGGCTGCGATGGT3 f ) (SEQ ID NO: 12) 
and plasmid pVL1393 containing pphK2 as the template. The mammalian 
expression vector (pGThK2) was prepared using standard DNA cloning 
technology (Sambrook, 1989), to clone this 0.8 kb fragment into the Bel 1 site 

20 of the plasmid pGT-d (a gift from Dr. Brian Grinnell, Eli Lilly, Inc.) under 
control of the GBMT promoter. The DNA of the entire insert plus the 
cloning sites was sequenced to confirm that no cloning artifacts had occurred 
and to ensure that no anomalies in the sequence had been generated by PCR 
AVI 2-664 (ATCC CRL-9595), a cell line derived from a adenovirus-induced 

25 tumors in Syrian hamster, was grown in Dulbecco's modified Eagle's medium 
supplemented with 10% fetal bovine serum (D10F) and transfected with 
plasmid pGThK2 using the calcium phosphate method. 

EsanuteA 

30 Identification of recombinant pphK2 and mhKZ 

A haculovmis - insect cell system 
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S/9 cells (7xl(ty>late) were seeded onto 100 mm Coining 
plates with 10% fetal calf serum - Graces medium at room temperature for 1 
nr. After attachment on culture plates, cells were infected with wild type or 
recombinant baculovirus in serum free Excell-400 medium and incubated at 

5 IPC. Control cells were grown in the absence of virus. At designated times 
(24-96 hr) cells were placed in fresh S/9-IIOO media deficient of either 
methionine or methionine and cysteine for 45-60 min at 27°C, then incubated 
with Promix (0.143 mCi/plate; a mixture of [ 35 S]-methionine and [ 35 S> 
cysteine; 1,000-1,400 Ci/mmol; Amersham) in serum free and 

10 methionine/cysteine deficient S9IIOO medium (Biofiuids) for 5-8 hr or 20 hr. 
After the end of each incubation time, cells and spent media were separated 
by centrirugation (1,000 rpm; Beckman J-6B; Beckman, Fullerton, CA). Cells 
were washed and centrifuged (13,000 rpm; Biofuge 13, Baxter) twice. The 
washed cells were lysed by freeze/thaw in a detergent buffer (10 mM Tris, pH 

15 7.5; 130 mM NaCl, 1% Triton X-100, 10 mM NaF; 10 mM NaPi, lOmM 
Nappi, pH7.5) or Hp and centrifuged to obtain cytosol and insoluble cellular 
fractions. Protein contents of the above samples were determined by either 
the Bradford or Lowry method (BioRad, Inc., Melville, N.Y.). The above 
spent media, cystosol and insoluble cellular fraction were frozen and stored 

20 separately until used A duplicate set of samples were prepared without 35 S- 
labeling. 

For SDS-polyacrylamide gel electrophoresis (PAGE) analysis of 
expression of hK2 protein in $9 cells, samples were added to sample buffer 
(UK. Laemmli, Mature, 221 680 (1970)), heated at 95'C for 5 minutes and 
25 subjected to SDS-PAGE under reducing conditions. 

Northern blot analysis was routinely used to screen and isolate 
clonal recombinant baculoviruses expressing pphK2 or mhK2 mRNA. A 
comparison of the corresponding lanes in both autoradiographs of the 
Northern blot and photographs of ethidium bromide staining of RNA shows 
30 that mRNA for pphK2 or mhK2 was present in recombinant virus infected S/9 
but not in wild type virus-infected cells. Moreover, each of the pphK2 or 
mhK2 mRNA positive lanes represents RNA isolated from S/9 cells infected 
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with recombinant viruses derived from a single viral plaque. Thus, the results 
suggest that high frequency (100%) of recombinant baculovirus containing 
either pphK2 or mhK2 was obtained from the above cocransfectioa 
Furthermore, the sequences of pphK2 or mhK2 expressed in viral infected SJ9 
5 cells were confirmed by a combination of RT-PCR, cloning and DNA 
sequencing. 

To determine whether the pphK2 protein is expressed in the 
insect cell S/9, time course studies using 35 S-labeling of de novo synthesis of 
protein was performed and detected by SDS denaturing polyacrylamide gel 

10 electrophoresis (PAGE). As seen in the autoradiograph (Fig. 1), a unique 
protein (about 28 KDa) was found in pphK2-recombinant virus-infected S/9 
cells at 35-74 hour post-infection. This band was missing in uninfected cells 
or cells infected with wild type virus. The viral polyhedron protein (about 32 
KDa) was found (Fig. 1) as expected in S/9 cells infected with wild type 

15 virus, whereas it was not expressed by recombinant virus (Fig. 1). The 
protein was detected in cytosol when subcellular fractions (cytosol vs. 
insoluble fraction) was prepared by lysing cells with H 2 0 and freeze-thaw, 
whereas this 28 KD protein was detected in insoluble fraction when prepared 
by a detergent buffer and freeze-thaw (data not shown). 

20 The mhK2 protein was also expressed in the insect cell S;9, 35 S- 

labeling oide novo synthesized protein was performed. As seen in the 
autoradiograph (Fig 2), a unique protein (about 28 KDa) was found in the 
insoluble fraction of nihK2-recombinant virus-infected S/9 cells at 48 hours 
j»st-infection. This band was missing in uninfected cells or cells infected 

25 with wild type virus. The viral polyhedron protein (about 32 KDa) was found 
in wild type virus-infected cells, whereas it was not expressed in cells infected 
with recombinant virus (Fig. 1). When the cytosol fraction was examined, no 
28 KDa band was observed. 

30 P* F Cnli system 

Plasmid pBPPHK2 was transformed into E. coll BL21 (DE3) 
pLysS (Novagen, Inc., Madison, Wl). This strain contains a chiomosornal 
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copy of T7 RNA polymerase under the control of inducible LacUVS 
promoter. Upon addition of IPTG (isop^ 

expression of the T7 RNA polymerase is induced which in turn activates the 
T7 promoter resulting in overproduction of the gene product under control of 

5 this promoter. To determine whether the product of the ppHK2 gene would 
be expressed from pBPPHK2, single colonies of BL21 R Coli transformed 
with pBPPHK2 were grown to O.D.^ = 0.2 in 10 ml LB media plus 
ampicillin (lOOjigfail) and induced with 0.4 mM IPTG (Sigma, Inc.). Cells 
were harvested 2 hours after induction by centrifiigation and resuspended in 

10 1.5 ml SDS/PAGE sample buffer (U.K. Laemmli, NatUE, 221 680 1970) 
before SDS/PAGE analysis. The cell pellet from the IPTG-induced culture 
was resuspended in 0.05M Tris, pH 8.0 (at 9ml/grn cell pellet) and stirred at 
room temperature (25°C, r.L) for 1 hour. Lysozyme (4 mg/ml) was added to 
this suspension (at 1 ml/gm cell pellet) and the suspension was stirred at r.t. 

15 for 30 min followed by incubation on ice for 30 min. The suspension was 
sonicated for 2 min at 150 watts and centrifuged at 3000xg to isolate the 
inclusion bodies. Inclusion bodies were resuspended in running buffer (25 
mM Tris, 192 mM glycine, 0.1% SDS) and after centrifug3tion both the pellet 
and the supernatant were analyzed by SDS/PAGE. 

20 About 90% of the pphK2 was found to be in the supernatant 

fraction which indicated that pphK2 is soluble in 0.1% SDS. To prepare 
samples for amino acid sequence analysis, 20^1 of inclusion body lysate was 
subjected to SDS/PAGE on a 4-20% gradient gel (BIORAD, Inc., Melville, 
N.Y.). The protein was blotted from the gel onto Q2\i PVDF paper (BIO- 

25 RAD) and stained with Coomassie blue. The protein band of interest was cut 
out from the blot and subjected to amino acid sequencing using a protein 
sequencer model 477A (Applied Biosystem, Inc., Foster City, CA). 

The induced cells overproduced large amounts of a polypeptide 
with apparent molecular mass of about 28kd (Figure 3). Densitometric 

30 analysis indicated that this protein comprised approximately 40% of total 
cellular protein. Hie size of this protein as determined by an SDS-PAGE gel 
was comparable to that predicted from coding sequence for pphK2. To 
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confirm that this protein is pphK2, the sequence of the first 10 amino acids 
(MWDLVLSIAL) (SEQ ID NO: 13) from the N4erminus was determined 
This sequence agrees perfectly with that deduced from the DNA sequence of 
pphK2 cDNA. As noted, it has different identity from the first 10 amino 
5 acids of both pphKl (MWFLVLCLAL) (SEQ ID NO: 14) and pphK3 
(MWVPVVFLTL) (SEQ ID NO: 15). It also shows that this protein is not 
modified or processed at the N-tenninus either during or after expression in E. 
coli. These results demonstrate that we were able to accurately express 
pphK2 in E coli from pBPPHKl 

10 

C Mammalian System 

1. Isolation and Purification of protein 

Plasmid pGThK2 was transformed into hamster cell line AVI 2- 
664 (ATCC-CRL-9595). To determine whether the product of the ppHK2 

15 gene would be expressed from pGThK2, AV12-pGThK2 #2 was grown in 
D10F + 200nM MTX At about 60% confluency the cells were washed with 
Hank's balanced salt solution and resuspended in serum-free HH4 medium. 
The spent medium was collected after 7 days (serum-free spent medium) and 
stored at -20°C Figure 8 depicts a SDS-PAGE confirming expression of 

20 recombinant pphK2 in a mammalian cell line. AV12-pGThK2 (Lane 4-6) and 
AV12-pGT-d (Lane 3) clonal cell lines were grown in D10F media About 
300jil of spent medium from the above clones were concentrated and 
subjected to SDS/PAGE along with See Blue MW marker (lane 1) and pphK2 
lysate from E. coli cells (lane 2). The gel was blotted onto nitrocellulose 

25 paper and immunoblotted using a 1/1000 dilution of anti-pphK2 rabbit 

antiserum. HRP-goat anti-rabbit was used as the secondary probe and the blot 
was developed by DAB plus HjOj. Lane 3 (AV12-pGT-d) is AV12 
transfected with vector without insert. 

To purify the protein, the serum-free spent medium was 

30 concentrated from 5-10 fold by ultrafiltration with a 10 kDa molecular weight 
cutoff membrane then dialyzed overnight at 4°C versus 50 mM sodium 
bicarbonate, pH 8. Samples were filtered with 0.2 ^ filters and then pumped 
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directly ontoaTSK DEAE-5PW HPLC column (21 mm X 150 mm) at a flow 
rate of 5 rnlVnm Buffer A contained 50 mM sodium bicarbonate, pH 7.9 
Buffer B contained 50 mM sodium bicarbonate plus 0.5 M sodium chloride, 
pH 7.6. The elution profile shown in Figure 9 was developed with a gradient 
5 from 0-50% Buffer B over 35 min; 50-100% B from 35-40 rain and isocratic 
elution at 100% B for 5 min before re-equilibration in Buffer A. The flow 
rate was SmUrnin throughout 

DEAE fractions were assayed for the presence of hK2 by 
ELISA using rabbit anit-pphK2 as primary antibodies. The ELJSA assayed 
10 showed a peak of hK2 activity which eluted at approximately 0-2M NaCl 
(shown as the triangle line in Figure 9), which correlated well with the 
appearance of a 34 kDa band of protein seen by SDS-PAGE in the same 
fractions (data not shown). 

Fractions with hK2 activity were pooled and concentrated by 
15 ultrafiltration with 10 kDa membranes to approximately 5-8 mL where upon 
solid ammonium sulfate was added to make a final concentration of 1 M 
This sample was then injected onto a PolyLC. polypropyl aspartamide column, 
1000 A pore size, 4.6 mm X 200 mm, to resolve protein by hydrophobic 
interaction chromatography (MC, see Figure 10). Buffer A was 20 mM Na 
20 phosphate, 12 M Na sulfate pH 6.3 and Buffer B was 50 mM Na phosphate, 
5% 2-propanoL pH 7.4. The elution gradient was 0-20% B over 5 min; 20- 
55% B from 5-20 min, isocratic at 55% B from 20-23 min, 55-100% B from 
23-25 min; isocratic at 100% B for 2 min before re-equilibration Buffer A. 
The flow rate was 0.7 rnL/min. Greater than 90% of the An was not 
25 retained on HIC column. The main peak retained on HIC, which eluted al 22 
min, also showed the highest peak of activity by ELJSA assay (triangle line, 
Figure 10). 

HIC fractions which tested positive for hK2 on ELISA were 
pooled, ultrafilter concentrated as above to a volume less than 1 mL then 
30 injected on a 10/30 Pharmacia S12 size exclusion column equilibrated in 100 
mM ammonium acetate. The flow rate was 0.7 rnL/min. When the 22 min 
peak from HIC was resolved by size exclusion chromatography, typically 
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about 80-90% of the protein eluted at 19.4 min, a retention time 
consistent with a protein of approximately 34 kDa (Figure 11). The only 
other protein peak on SEC, during at 16.7 min, corresponded to an about 
70KDa protein seen also in previous purification steps. 

5 To examine the efficiency of our purification scheme, 1.5 \ig of 

purified phK2 was subjected to SDS/PAGE in the presence or absence of 
mercaptoethanol (BME), and the gel was stained with silver. Results showed 
that the phK2 in our sample was about 95% pure (Fig. 12). It also showed 
that pro-hK2 migrated at about 30 KD in the absence of BME, and it 

10 migrated at about 34 kDa in the presence of BME. This pattern is similar to 
that observed for the PSA purified from seminal fluid (Fig. 12). 

Recombinant phK2 is recognized by rabbit anti-pphK2, rabbit 
anti-PSA and a murine monoclonal antibody directed against a polypeptide 
covering amino acids 41-56 of hK2, when analyzed on WESTERN blots or 

15 when dried down on microliter plates. However, phK2 was not detectable by 
these antibodies in sandwich assays. These results further demonstrate that 
the phK2 and PSA are conformational^ different and the antibodies currently 
available to PSA or hK2 can not detect phK2 in its native form Furthermore, 
phK2 was not detectable by the Tandem R or free-PSA assays (immunological 

20 assays for detection of PSA in serum). 

A sample of the hybridoma (HK1A 523.5) secreting the murine 
monoclonal antibody has been deposited in the American Type Culture 
Collection, Rockville, MD, and assigned ATCC HB- 11876. 

25 2. Annuo Acid Analysis and Protein Sequencing of phK2 

The peak collected off size exclusion chromatography (SEC) in 
ammonium acetate was lyophiiized to remove the buffer then reconstituted in 
water. An aliquot (2.5|ig)of this sample was loaded cm a Porton membrane 
(Beckman instruments) and subjected to automated N-terminal sequence 

30 analysis on an Applied Biosystems model 477A protein sequencer which 
yielded the following sequence: 
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Val-Pro-Lo>Ile<}l^ (SEQ ID NO: 18). An 

aliquot of the same sanple in water was also hydrolyzed in gaseous 6NHCI 
under vacuum for 20 h at 112 °C then reconstituted in 0.1N HCI and analyzed 
on an Hewlett Packard Aminoquant amino acid analyzer utilizing pre-column 
5 derivatization of amino acids with OPA for primary and FMOC for secondary 
amines. 

No competing sequence was evident from the profile of amino 
acids released sequentially by the Edman degradation procedure. By analogy 
to PSA this protein is pro hK2, since the known sequence of mature PSA has 
10 been shown to begin with Ileu-Val-Gly-etc and pro PSA has been postulated 
to have an extra 7 amino acids at the N-terminus. Amino acid analysis of this 
protein yielded an amino acid composition consistent with the recombinant 
sequence of prohK2. These results demonstrate that pphK2 was accurately 
expressed in the mammalian cell line AVI 2-664 from pGThK2. 

15 

Example 5* 

Production of antibodies to recombinant pphK2 

A. E. Coli System 

To prepare pphK2 for rabbit immunization, the inclusion bodies 

20 obtained from bacterial cultures of BL21 (pBpphK2) after IPTG induction as 
in Example 4B were resuspended in lOOul SDS/PAGE sample buffer/ml 
bacterial culture and electrophoresed on preparative SDS/PAGE. The pphK2 
band was excised and dectroeluted from the gel into running buffer (25mM 
Tris, 192 mM glycine, 0.1% SDS) and used as the immunogen. Two rabbits 

25 were each immunized with lOO^ig of the immunogen in complete Freuncfs 
adjuvant and were boosted twice in three week intervals with 100^g of the 
immunogen in incomplete Freuntfs adjuvant and PBS, respectively. Rabbit 
anti-pphK2 sera was obtained one week following the second boost The 
presence of anti-pphK2 in the rabbit antiserum was shown by ELISA (data not 

30 shown). Once confirmed by this method, the highest titer antiserum was 
tested on Western blots using lysates from IPTG induced or non-induced 
cultures of BI.21 (pBpphK2). It was evident that the antiserum contained 
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antibodies highly specific for the pphK2 protein since a protein band at about 
28kd corresponding to pphK2 was recognized only in the induced lysate. The 
antiserum also recognized the purified pphK2 further showing the specificity 
of the antibodies to pphK2. The above data demonstrate that the antibodies 

5 recognize the prepro-form of hK2. 

To delineate if the antiserum recognizes the mature form of 
hK2 (mhK2X mhK2 was expressed in R coli as a glutathione S-transferase 
fusion protein (GST-mhK2, 58kd), and the cell lysate was immunoblotted 
using anit-pphK2 rabbit antiserum. It was evident that anti-pphK2 antiserum 

10 recognized the GST-mkKZ demonstrating that antibodies were at least in part 
against the mature region of pphK2. To examine the pattern recognized in 
seminal fluid by anti-pphK2 antibodies, seminal fluid was prepared from 
pooled semen as described by Sensabaugh and Blake, J, Ifrpjpgy, 142, 1523 
(1990), and immunoblotted with anti-pphK2 rabbit antiserum. The antiserum 

15 recognized a major band at about 34kd plus several minor bands at lower 
MW. The pre-immune serum did not recognize any bands in any of the 
above experiments, showing that the antibodies were generated by 
immunization. 

To determine whether mere are any pphK2-specific antibodies 
20 in rabbit anit-pphK2 antiserum, the antibodies cross-reacting to PSA were 
absorbed out of the antiserum by a PSA affinity resin. Specifically, 1ml of 
the sera was diluted with lmL 100 mM HEPES, pR 7.5 and incubated with 
native PSA-bound Affigel-10 for 3.5 hours at 4°C. The mixture was used 
poured into a column, the flow-through was collected and the column was 
25 washed with 30 ml HEPES buffer. Antibodies bound to the column (eluate) 
were eluted by acetic acid (IN, pH 4.0) and neutralized to pR 6.6 with 
NH4OR Native PSA was isolated from seminal fluid as described by 
Sensabaugh and Blake, cited above. ppPSA was purified from ILfioli 
transformed with plasmid pPHS579 (containing ppPSA under control of T7 
30 promoter) using a procedure analogous to pphK2 purification. 

The flow-through and the column eluate were tested for Abs 
recognizing pphK2, ppPSA and native PSA (PSA isolated from seminal fluid) 
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using Western blot analysis. It was evident that antibodies in the untreated 
rabbit anti-pphK2 antiserum recognized all three proteins indicating that 
pphK2, ppPSA and seminal fluid-PSA share some similar epitopes. However, 
while the column eluate contained antibodies that recognized all three protein, 
5 the flow-through contained antibodies that recognized only pphK2. This 
indicates that anti-pphK2 antiserum contains pphK2-specific antibodies and 
these antibodies can be isolated by PSA affinity absorption. This system 
enabled us to generate anti-pphK2 antibodies which recognize both pphK2 and 
mhK2. Thus, utilizing immunogenic and pure recombinant hK2 protein, 
10 generate rabbit antiserum was generated which contains pphK2-specific 

antibodies, providing a valuable source for generating and screening for hK2- 
specific monoclonal antibodies. 

These examples describe the use of three heterologous 
expression systems (i.e. both prokaryotic and eukaryotic) for the successful 
15 expression of the hK2 polypeptide. Thus, the method of the invention enables 
production of large quantities of substantially pure hK2 polypeptide. The 
polypeptide can be used bom to study its biological functions and to produce 
immunodetection reagents such as labelled hK2 polypeptide, labelled 
fragments thereof and antibodies thereto. The iinmunoreagents can provide a 
20 method to purify native hK2 and to study the properties of the purified native 
hK2 polypeptide. 

The pphK2 overproduced in E coli can be readily solubilized 
in 0.1% SDS, thus solubility is not a problem This is in contrast to the 
expression of human salivary kallikrein protein, hKl, in E coli, which was 
25 found in insoluble inclusion bodies (J. Wang, et al Biochcm. J„ 216, 63 
(1991)). In contrast, the present invention yields almost pure protein which 
can be purified to homogeneity by rjreparative SDS-PAGE. This purified 
recombinant pphK2 can be used for the generation of monoclonal and 
polyclonal antibodies. 
30 As shown above, Baculogold viral DNA can be used to 

generate a recombinant baculovirus containing pphK2 or mhK2. Use of 
Baculogold viral DNA provides high selection of positive recombinant 
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baculoviruses. Indeed, Northern blot analysis showed a high frequency of 
recombinant virus expressing pphK2 or mhK2 mRNA. Moreover, SDS-PAGE 
analysis showed that both pphK2 and mhK2 recombinant viruses produced 
unique proteins with sizes similar to the calculated molecular weights for 

5 pphK2 ormhKl Although the levels of the recombinant hK2 expressed in 
insect system may not be as high as in E. coli, the hK2 protein produced in 
baculovinis-insect system may contain the secreted form which would be 
more like the natural form of the protein. 

Plasmids pphK2/pVL1393 in E col. H13101 has been 

10 deposited in the American Type Culture Collection, Rockville, MD, USA on 
May 2, 1994 under the provisions of the Budapest Treaty and have been 
assigned accession number ATCC 69614. 

The invention has been described with reference to various 
specific and preferred embodiments and techniques. However, it should be 

15 understood that many variations and modifications may be made while 
remaining within the spirit and scope of the invention. 
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SEQUENCE LISTING 



(!) GENERAL INFORMATION: 

(i) APPLICANT: Mayo Foundation for Medical Education 
and Research 
Hybritech Inc or p o rated 
Tindall, Donald J. 
Young, Charles Y.F. 
Saedi, Mohammed S. 

(ii) TITLE OF INVENTION: Recombinant HK2 Polypeptide 

(iii) NUMBER OF SEQUENCES; 18 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Schwegman, Lundberg & Woessner, P. A. 

(B) STREET: 3500 IDS Center 

(C) CETY: Minneapolis 

(D) STATE: MN 

(E) COUNTRY: USA 

(F) ZIP: 55402 

(v) OCMPOTER READABLE FORM: 

(A) MEDI UM T YPE: Floppy disk 

(B) OCMRJTTO: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: Patent In Release #1.0, Version #1.25 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 

(C) CLASSIFICATION: 

(viii) ATTORNEY /AGQJT INFORMATION: 
(A) NAME: Raasch, Kevin W. 
{B) REGISTRATION NUMBER: 35,561 
(C) REFERENCE/DOCKET NUMBER: 150.148WO1 

(ix) TEl£OW1UNICATICN INFORMATION: 

(A) TELEPHONE: 612-339-0331 

(B) TELEFAX: 612-339-3061 
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(2) INFORMATION FOR SEQ ID N0:1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENoTH: 237 amino acids 

(B) TYPE: amino acid 

(C) STRANDECNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:l: 

He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Trp Gin Val 
1 5 10 15 

Leu Val Ala Ser Arg Gly Arg Ala Val Cys Gly Gly Val Leu Val His 
20 25 30 

Pro Gin Trp Val Leu Thr Ala Ala His Cys He Arg Asn Lys Ser Val 
35 40 45 

He Leu Leu Gly Arg His Ser Leu Phe His Pro Glu Asp Thr Gly Gin 
50 55 60 

Val Phe Gin Val Ser Thr Ser Phe Pro His Pro Leu Tyr Asp Met Ser 
65 70 75 60 

Leu Leu Lys Asn Arg Phe Leu Arg Pro Gly Asp Asp Ser Ser His Asp 
85 90 95 

Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Glu Leu Thr Asp Ala Val 
100 105 110 

Lys Val Met Asp Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys 
115 120 125 

Tyr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Leu Thr Pro 
130 135 140 

Lys Lys Leu Gin Cys Val Gin Leu His Val He Ser Asn Asp Val Cys 
145 150 155 160 

Ala Gin Val His Pro Gin Lys Val Thr Lys Phe Met Leu Cys Ala Gly 
165 170 175 

Arg Trp Thr Gly Gly Lys Ser Thr Cys Ser Gly Asp Ser Gly Gly Pro 
180 185 190 

Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Ser Glu 
195 200 205 

Pro Cys Ala Leu Pro Glu Arg Pro Ser Leu Tyr Thr Lys Val Val His 
210 215 220 

Tyr Arg Lys Trp He Lys Asp Thr He Val Ala Asn Pro 
225 230 235 
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(2) INFORMATION FOR SEQ ID N0:2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGIH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDETNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID ND:2: 
ACGCGGATCC AGCATOTOGG ACCTOGTTCT CT 



(2) INPQRMATICN FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 33 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 
ACAGCT3CAG TTTACTAGAG CTAGGGCTGG GAC 33 



(2) INFORMATION FOR SEQ ID N0:4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENCTH: 34 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDECNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 
ACOGGAATrc ATGAT1TSIQG GAGGCTGGGA GTGT 



34 
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(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENC?IH: 832 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDECNESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 10. .792 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:5: 

GGATCCAGC ATC TOG GAC CTG GIT CTC TCC ATC GCC TIG TCT GTG GGG 
Met Trp Asp Leu Val Leu Ser He Ala Leu Ser Val Gly 
15 10 

TGC ACT GGT GCC GIG CCC CTC ATC CAG TCT CGG ATT GTG GGA GGC TGG 
Cys Thr Gly Ala Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp 
15 20 25 

GAG TCT GAG AAG CAT TCC CAA CCC TGG CAG GTG GCT GTG TAC AGT CAT 
Glu Cys Glu Lys His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His 
30 35 40 45 

GGA TGG GCA CAC TGT GGG GGT GTC CTG GIG CAC CCC CAG TGG GIG CTC 
Gly Trp Ala His Cys Gly Gly Val Leu Val His Pro Gin Trp Val Leu 
50 55 60 

ACA GCT GCC CAT TGC CIA AAG AAG AAT AGC CAG GTC TGG CTG GGT CGG 
Thr Ala Ala His Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg 
65 70 75 

CAC AAC CTG TTT GAG CCT GAA GAC ACA GGC CAG AGG GTC CCT CTC AGC 
His Asn Leu Phe Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser 
80 85 90 

CAC AGC TTC CCA CAC COG CTC TAC AAT ATC AGC CTT CTG AAG CAT CAA 
His Ser Phe Pro His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin 
95 100 105 

AGC CTT AGA CCA GAT GAA GAC TCC AGC CAT GAC CTC ATC CTG CTC OGC 
Ser Leu Arg Pro Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg 
110 115 120 125 

CTG TCA GAG CCT GCC AAG ATC ACA <3\T GTT GIG AAG GTC CTG GGC CTG 
Leu Ser Glu Pro Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu 
130 135 140 

CCC ACC CAG GAG OCA GCA CTG GGG ACC ACC TGC TAC GCC TCA GGC TOG 
Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Tip 
145 150 155 

GGC AGC ATC GAA CCA GAG GAG TTC TTG OGC CCC AGG AGT CTT CAG TGT 
Gly Ser He Glu Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys 
160 165 170 
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GIG MC 
Val Ser 
175 



crc ovr crc cig tcc aat gac atg tgt GCT AGA GCT TAC 
Leu His Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr 
180 



tct 

Ser 



576 



GAG AAG 
Glu Lys 
190 




624 



AAA GAC 
Lys Asp 



672 



GIG CTT 
Val Leu 




ccr 

Pro 



720 



GAA AAG 
Glu Lys 



ATC 
He 



768 



AAG TAC ACC ATC GCA GCC AAC CCC TGAGIGCCCC TGTCCCACCC CIACCTCTAG 
Lys Tyr Thr He Ala Ala Asn Pro 



TAAACIGCAG 



(2) INFORMATION FOR SBQ 3D NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 261 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

<xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 

Met Trp Asp Leu Val Leu Ser He Ala Leu Ser Val Gly Cys Thr Gly 
1 5 10 15 

Ala Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu Cys Glu 
20 25 30 

Lys His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His Gly Tip Ala 
35 40 45 

His Cys Gly Gly Val Leu Val His Pro Gin Trp Val I^u Thr Ala Ala 
50 55 60 

His Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu 
65 70 75 80 

Phe Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser His Ser Phe 



Pro His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin Ser I*u Arg 




260 



100 



105 
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Pro Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu 
115 120 125 

Pro Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin 
130 135 140 

Glu Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser lie 
145 150 155 160 

Glu Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu. 

165 170 175 

His Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val 
180 185 190 

Thr Glu Phe Met Leu Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr 
195 200 205 

Cys Gly Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Val leu Gin 
210 215 220 

Gly He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro 
225 230 235 240 

Ala Val Tyr Thr Lys Val Val His Tyr Arg Lys Trp He Lys Tyr Thr 
245 250 255 

He Ala Ala Asn Pro 
260 



(2) INFORMATION FOR SBQ ID NO:7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGIH: 760 base pairs 

(B) TYPE: nucleic acid 

(C) STOANDECNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 7. .720 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 



GAA3TC AIG ATT GIG GGA GGC TOG GAG TOT GAG AAG CAT TCC CAA CCC 48 
Met He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro 
15 10 

TOG CAG GIG GCT GIG TAC ACT CAT GGA TOG GCA CAC TGT GGG GGT GTC 96 
Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala His Cys Gly Gly Val 
15 20 25 30 

CTO GIG CAC CCC CAG TOG GIG CTC ACA GCT GCC CAT TCC CIA AAG AAG 144 
Leu Val His Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys 
35 40 45 
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AAT AGC CAG GIG TOG CIG OCT OQG CAC AAC CIG TIT GAG OCT GAA GAC 
Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu Phe Glu Pro Glu Asp 
50 55 60 

ACA GGC CAG AGG GTC OCT GTC AGC CAC AGC TIC CCA CAC COG CTC TAC 
Thr Gly Gin Arg Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr 
65 70 75 

AAT ATG AGC CTT CIG AAG CAT CAA AGC CTT AGA OCA GAT GAA GAC TCC 
Asn Met Ser Leu Leu Lys His Gin Ser Leu Arg Pro Asp Glu Asp Ser 
80 85 90 

AGC CAT GAC CTC ATG CIG CTC OGC CIG TCA GAG OCT GCC AAG ATC ACA 
Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys lie Thr 
95 100 105 110 

GAT GTT GIG AAG GTC CIG GGC CIG COC ACC CAG GAG CCA GCA CIG GGG 
Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly 
115 120 125 

ACC ACC TGC TAC GCC TCA GGC TGG GGC AGC ATC GAA CCA GAG GAG TIC 
Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser lie Glu Pro Glu Glu Phe 
130 135 140 

TTG OGC CCC AGG AGT CTT CAG TGT GIG AGC CTC CAT CTC CIG TCC AAT 
Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn 
145 150 155 

GAC ATG TGT GCT AGA GCT TAC TCT GAG AAG GIG ACA GAG TTC ATG TTG 
Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu 
160 165 170 

TGT GCT GGG CTC TGG ACA GGT QGT AAA GAC ACT TGT GGG QGT GAT TCT 
Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser 
175 180 185 190 

GGG GGT CCA CTT GTC TGT AAT QGT GIG CTT CAA GGT ATC ACA TCA TGG 
Gly Gly Pro Leu Val Cys Asn Gly Val Leu Gin Gly lie Thr Ser Trp 
195 200 205 

GGC CCT GAG CCA TGT GCC CIG CCT GAA AAG OCT GCT GIG TAC ACC AAG 
Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys 
210 215 220 

GIG GTG CAT TAC CGG AAG TGG ATC AAG TAC ACC ATC GCA GCC AAC COC 
Val Val His Tyr Arg Lys Trp He Lys Tyr Thr He Ala Ala Asn Pro 
225 230 235 



TGAGTGCCCC TGTCCCACCC CTACCTCTAG TAAACTGQG 
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(2) INFORMATION FOR SEQ ID NO: 8: 

(i) SEQUHCE OiARACTERISTICS : 

(A) LENalH: 238 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ IDND:8: 

Met He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Trp Gin 
1 5 .10 " 

Val Ala Val Tyr Ser His Gly Trp Ala His Cys Gly Gly Val Leu Val 
20 25 J 

His Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys Asn Ser 
35 40 " 

Gin Val Trp Leu Gly Arg His . Asn Leu Phe Glu Pro Glu Asp Thr Gly 

50 55 60 

Gin Arg Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr Asn Met 

65 7 0 75 

Ser Leu Leu Lys His Gin Ser Leu Arg Pro Asp Glu Asp Ser Ser His 
85 9° 95 

Asp Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys lie Thr Asp Val 
* 100 105 110 

Val Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr 
115 120 I 25 

Cys Tyr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Hsu Arg 
130 135 I 40 

Pro Arg Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn Asp Met 
145 150 155 l fe0 

Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu Cys Ala 
1 165 I 70 175 

Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser Gly Gly 
1 180 185 19° 

Pro Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Pro 
195 200 20b 

Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys Val Val 
210 215 220 

His Tyr Arg Lys Trp He Lys Tyr Thr He Ala Ala Asn Pro 
225 230 235 
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(2) INFORMATION FOR SBQ ID NO: 9: 

(i) SBQUDJCE OffiRACIERISTTCS: 

(A) LENGTH: 766 base pairs 

(B) TYPE : nuc leic acid 

(C) STEANDEENESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION 1..732 

(xi) SEQUENCE DESCRIFITCN: SEQ ID NO: 9: 

CTG CCC CTC ATC CAG TCT CGG ATT CTG GGA QGC TCG GAG TCT GAG AAG 48 
Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu Cys Glu Lys 
15 10 15 

CAT TCC CAA CCC TOG CAG GIG GCT CTG TAC AGT CAT GGA TGG GCA CAC 96 
His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala His 
20 25 30 

TCT GGG GCT GTC CTG GIG CAC CCC CAS TOG GIG CTC ACA GCT GCC CAT 144 
Cys Gly Gly Val Leu Val His Pro Gin Trp Val Leu Thr Ala Ala His 
35 40 45 

TCC CIA AAG AAG AAT AGC CAG GTC TOG CTG GGT CGG CAC AAC CTG TIT 192 
Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu Phe 
50 55 60 

GAG CCT GAA GAC ACA GGC CAG AGG GTC CCT GTC AGC CAC AGC TTC CCA 240 
Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser His Ser Phe Pro 
65 70 75 80 

CAC COG CTC TAC AAT ATC AGC CTT CTG AAG OT CAA AGC CTT AGA CCA 288 
His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin Ser Leu Arg Pro 
85 90 95 

GAT GAA GAC TCC AGC CAT GAC CTC ATC CTG CTC OGC CTG TCA GAG CCT 336 
Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu Pro 
100 105 110 

GCC AAG ATC ACA GAT GIT GTG AAG GTC CTG GGC CTG CCC ACC CAG GAG 384 
Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin Glu 
115 120 125 

CCA GCA CTG GGG ACC ACC TGC TAC GCC TCA GGC TGG GGC AGC ATC GAA 432 
Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser He Glu 
130 135 140 

CCA GAG GAG TTC TTC OGC CCC AGG AGT CTT CAG TCT GTG PCC CTC CAT 480 
Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu His 
145 150 155 160 

CTC CTG TCC AAT GAC ATC TCT GCT AGA GCT TAC TCT GAG AAG GIG ACA 528 
Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr 
165 170 175 
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GAG TTC A3G TIG TGT GCT GGG CTC TOG ACA OCT GGT AAA GAC ACT TGTT 
Glu Phe Met Leu Cys Ala Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys 
180 185 190 

GGG GGT GAT TCT GGG GGT CCA CTT GTC TCT AAT GGT GIG CTT CAA GGT 
Gly Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Val Leu Gin Gly 
195 200 205 

ATC ACA TCA TGG GGC CCT GAG CCA TCT GCC CIG OCT GAA AAG CCT GCT 
He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala 
210 215 220 

GIG TAC ACC AAG GIG GIG CAT TAC COG AAG TGG ATC AAG TAG ACC ATC 
Val Tyr Thr Lys Val Val His Tyr Arg Lys Trp He Lys Tyr Thr He 
225 230 235 240 

GGA GCC AAC CCC TGACTGCCCC TGTCCCACCC CBUCLVOG TAAA 
Ala Ala Asn Pro 



(2) INFORMATION FOR SBQ ID N0:10: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 244 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu Cys Glu Lys 
15 10 15 

His Ser Gin Pro Trp Gin Val Ala Val Tyr Ser His Gly Trp Ala His 
20 25 30 

Cys Gly Gly Val Leu Val His Pro Gin Trp Val Leu Thr Ala Ala His 
35 40 45 

Cys Leu Lys Lys Asn Ser Gin Val Trp Leu Gly Arg His Asn Leu Phe 
50 55 60 

Glu Pro Glu Asp Thr Gly Gin Arg Val Pro Val Ser His Ser Phe Pro 
65 70 75 80 

His Pro Leu Tyr Asn Met Ser Leu Leu Lys His Gin Ser Leu- Arg Pro 
85 90 95 

Asp Glu Asp Ser Ser His Asp Leu Met Leu Leu Arg Leu Ser Glu Pro 
100 105 110 

Ala Lys He Thr Asp Val Val Lys Val Leu Gly Leu Pro Thr Gin Glu 
115 120 125 

Pro Ala Leu Gly Thr Thr Cys Tyr Ala Ser Gly Trp Gly Ser He Glu 
130 135 140 

Pro Glu Glu Phe Leu Arg Pro Arg Ser Leu Gin Cys Val Ser Leu His 
145 150 155 160 
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Leu Leu Ser Asn Asp Met Cys Ala Arg Ala Tyr Ser Glu Lys Val Thr 

165 170 l' 5 

Glu Phe Met Leu Cys Axa Gly Leu Trp Thr Gly Gly Lys Asp Thr Cys 
180 195 190 

Glv Gly Asp Ser Gly Gly Pro Leu Val Cys Asn Gly Val Leu Gin Gly 
1 1 195 200 205 

He Thr Ser Trp Gly Pro Glu Pro Cys Ala Leu Pro Glu Lys Pro Ala 
210 215 220 

Val Tyr Tbr Lys Val Val His Tyr Arg Lys Trp He Lys Tyr Thr lie 
225 230 235 240 

Ala Ala Asn Pro 



(2) INFORMATION FOR SEQ ID NO: 11: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDETNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



<xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 
TAIACAXA3G TGGGACCIGG TTCICTCC 



(2) INFORMATION FOR SEQ 3D NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEENESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 
ATATOGATCC TCAGGGGITC GCTGCGATGG T 
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(2) INFORMATION FOR SEQ ID NO: 13: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 10 amino acids 

(B) TYPE: ami no acid 

(C) STRANDBCNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13: 

Met Trp Asp Leu Val Leu Ser lie Ala Leu 
15 10 



(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGIH: 10 amino acids 

(B) TYPE: amino acid 

(C) SIRANDEENESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 14: 

Met Trp Phe Leu Val Leu Cys Leu Ala Leu 
15 10 



(2) INFORMATION FOR SEQ ID NO: 15: 

(i) SEQUENC E CHARACTERISTICS : 

(A) LENGIH: 10 amino acids 

(B) TYPE: ami no acid 

(C) STRANDEXNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15: 

Met Trp Val Pro Val Val Phe Leu Thr Leu 

15 10 
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(2) INFORMATION FOR SBQ ID WD: 16: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENCTH: 237 amino acids 

(B) TYPE: amino acid 

(C) STRANDEENESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SBQ ID NO: 16: 

He Val Gly Gly Trp Glu Cys Glu Lys His Ser Gin Pro Trp Gin Val 
1 5 10 15 

Ala Val Trp Ser His Gly Trp Ala His Cys Gly Gly Val Leu Val His 
20 25 30 

Pro Gin Trp Val Leu Thr Ala Ala His Cys Leu Lys Lys Asn Ser Gin 
35 40 45 

Val Trp Leu Gly Arg His Asn Leu Phe Glu Pro Glu Asp Thr Gly Gin 
50 55 60 

Am Val Pro Val Ser His Ser Phe Pro His Pro Leu Tyr Asn Met Ser 
65 70 75 80 

Leu Leu Lys His Gin Ser Leu Arg Pro Asp Glu Asp Ser Ser His Asp 
85 90 95 

Leu Met Leu Leu Arg Leu Ser Glu Pro Ala Lys He Thr Asp Val Val 
100 105 HO 

Lys Val Leu Gly Leu Pro Thr Gin Glu Pro Ala Leu Gly Thr Thr Cys 
1 115 120 125 

Tvr Ala Ser Gly Trp Gly Ser He Glu Pro Glu Glu Phe Leu Arg Pro 
1 130 135 140 

Atq Ser Leu Gin Cys Val Ser Leu His Leu Leu Ser Asn Asp Met Cys 
145 150 155 160 

Ala Aro Ala Tyr Ser Glu Lys Val Thr Glu Phe Met Leu Cys Ala Gly 
3 165 170 175 

Leu Trp Thr Gly Gly Lys Asp Thr Cys Gly Gly Asp Ser Gly Gly Pro 

Leu Val Cys Asn Gly Val Leu Gin Gly He Thr Ser Trp Gly Pro Glu 
195 200 205 

Pro Cvs Ala Leu Pro Glu Lys Pro Ala Val Tyr Thr Lys Val Val His 
210 215 220 

Tyr Ara Lys Trp He Lys Asp Thr He Ala Ala Asn Pro 
225 230 235 
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(2) INFORMATION FOR SEQ ID NO: 17: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LEM7IH: 42 base pairs 

(B) TYPE : nuc leic acid 

(C) STOANDEENESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cENA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 17: 
ATATOGATCC A1ATOICAGC AICTQQGACC TQCTTCTCTC CA 42 



(2) INFORMATION FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENCjIH: 13 amino acids 

(B) TYPE: amino acid 

(C) STRANDECNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18: 

Val Pro Leu He Gin Ser Arg He Val Gly Gly Trp Glu 
15 10 
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WHAT IS CLAIMED IS: 

1. Isolated, substantially homogeneous pre-pro hK2 polypeptide. 

5 2. Isolated, substantially homogenous pro hK2 polypeptide. 

3. Isolated, substantially homogenous mature hK2 polypeptide. 

4. An antibody that is capable of specifically binding the hK2 polypeptide 
10 of claims 1, 2 or 3 and which does not bind to hK3. 

5. The antibody of claim 4 which is a monoclonal antibody. 

6. A hybridoma cell line producing the antibody of claim 5. 

15 

7. An isolated nucleic acid molecule encoding the polypeptides of claim 
1, 2 or 3. 

8. An isolated nucleic acid molecule selected from the group consisting 
20 of 



30 9. The nucleic acid molecule of claim 8 further comprising a promoter 



25 



(a) 



(b) 



(c) 



cDNA comprising the nucleotide sequence of the coding region 
of the hK2 gene; 

DNA capable of hybridizing under stringent conditions to a 
nucleotide sequence complementary to the nucleotide sequence 
of (a); and 

a genetic variant of any of the DNA of (a) and (b) which 
encodes a polypeptide possessing an antigenic function of 
naturally occurring hK2 polypeptide. 



operably linked to the nucleic acid molecule. 



WO 95/30758 



PCT/US95/06157 



45 

10. A chimeric expression vector comprising the nucleic acid molecule of 
claim 7 operably linked to control sequences recognized by a host cell 
transformed with the vector. 

5 11. The vector of claim 10 wherein the host cell is E. coli . 

12. The vector of claim 10 wherein the host cell is a mammalian cell. 

13. A host cell transformed with the vector of claim 10. 

10 

14. The host cell of claim 13 which is E. coli . 

15. The host cell of claim 13 which is mammalian. 

15 16. A method of using a nucleic acid molecule encoding a hK2 

polypeptide comprising expressing the nucleic acid molecule of claim 
7 in a cultured host cell stably transformed with a chimeric vector 
comprising said nucleic acid molecule operably linked to control 
sequences recognized by the host cell transformed with the vector, and 

20 recovering hK2 polypeptide from the host cell, 

17. The method of claim 16 wherein the host cell is E. coli . 

18. The method of claim 16 wherein the host cell is mammalian. 

25 

19. The method of claim 16 wherein the nucleic acid molecule is DNA. 

20. Hie method of claim 16 wherein the hK2 polypeptide is recovered 
from the host cell culture medium. 
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BaaHl <-i | * ppfaK2 pbK2 

1 GGATCC*K*TGTGGaACCT^^ 

OTAG^ACACCCTGOAO^^ 

1* M«tTrpA«pl^uV*ll^tifl«rIl#ja«l^uS«rV»101yCy»Thr<aiyAlaVAlPr 

r- > ahlU 

66 CCTCATCCAOTCTCOaXTTOTO^^ 
GOAGTAGQTCJU^CTAACACCra^ 
19 ► oI*uIl*01nfl«rJ^Xl«Vaiaiy«lyTrptt 

131 cTGTOTACAOTCATG<»TOCaCACXCTCTGOQ^ 
GACJU^TOTCJUSPACCTACCCCTOTG^ 
41* iaV*lTyrS«H±»Gly?rpAlaItt«Cy«al^^ 

196 arrCCCOOTGCCTAAAOAA^^ 

CGACQGGTAACGGA TmT T 1 1 T ATCGGTCCABACCQACCCAQCCQTQTTOQACAAACTCGGACT 

63 ► JU*JU*Hi«Cy»L«uLy«Ly«A«iS«rain^^ 

261 aGACACAGGCCAGAGGGTCCCTGTCAGCCAC^^ 
TCTGTGTCCGOTCTCCCAOCaau»CTCOCTOr^^ 
84 - xiA»pThr01yGlnArtfValProValS«rHi«S*rPh*ProHi»ProL«uTyrA«xiMetS«rI*«uI, 

TGAAGCATCAAAGCCTTAGACCAGATGAA^ 
ACTTCCTJWnrrTCGOXXTCTGOTCTACCT 

•uLy»Hi»aiaS«rI.«uArgProA«p01uA«pS«rS«rHimA«pIi«uM«tL«uL«uArgI^uS«r 
GAGCCTGCCAAOATCAC^ 

CTCGGACGGTTCTAGTGTCTAGAACACTTCCAGGACCCOGACGGGTGaGTCCT^ 
GluProAlmLy»Il«ThrA^ValValLy«Vall^u01yI^uProThrain01uProAlaI.«uGl 

456 <»CCACCTaCTACGCCTCAGGCTGGGGCAGCA^ 

CTGGTGGACGATGCGGAGTCCOXCCCCCrrCt^^ 
14 9 ► y?hr?hrCy«TyrAl AS«ralyTrp01yS«rIl«aiuPro01u01uPh«l^uArgProArgS«rL 



326 T 
A 

106* • 
391 
128* 



521 



TTCAGTGTOTQAGCCTCCATCTCCTGTCCAATQ^^ 

AACTcau^aicTcaaAOOTAGAcaxcAfi<r^^ 
17 1* •u01nCy»V^S«rL«tiHi»L«uI*«uS«rA«nAjpM«tCy»AlaArgAlaTyrS«rOl\iLy«Val 

586 ACAGAGTTCATGTTGTGTGCTGaOCTCTGGACAGOT^ 

TCTCTCAAGTACAACACACGJICCCQXflACCTCTCCACC AT TTCTQTQAA 
ThrGluPh«M«tl^uCy»AlaGlyL«uTrpttrGly01yLya^ 



193- 



651 GOMCCACTTOTCTCTAATOOTOT^ 

CCCAOCTOAACAGACATTACCACACGAAOTTCCATAaTOTAOTACCTC 

214 ► yaiyPraI*uValCy«A*n01yValL«uainOX^^ 

716 TGCCTGAAAAGCCTGCTaTCTACACCAAa 

ACGGACTTTTCGGACGACACXTCTGGTTCCXCCACCTAATGGCCTTCACCTAQTTCAT 

236 * #u ProGluLy«PraAlaVAlTyrThrI.y»ValV^ 

781 GCAGCCAACCCCTGAGTGCCCCTGTCCCACCCCTACCTCTAGTAAACTaCAG 
CCTCGGTTGGGGACTCACGGGGACAGGGTGGGGATGGAGATCATTTGACGTC 

2S8- AlaAlaAsnPro p-tl 
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1 GAATTCATGATTGTGGGAGGCTGGGAGTGTGAGAAGCATTCCCAACCC 
CTTAAGTACTAACACCCTCCGACCCTCACACTCTTCGTAAjGGGTTQGO 
1* MatXlaValGlyOlyTrpGluCysOluLyaHiaSarGlnPro 

49 TOGCAGOTOGCTQTOTACACmJITOaATQOGCACXCTQTQOOQ 

ACCtTTCCACCaXCACATGTCAOTACCTACCCOTOT 
15 * Trp01nV«lAlaV«XTyrS«rHls01yTxpAlaHi«Cys01yClyVal 

97 CTOOTGCACCCCCAOTGGQTOCTCACJtaCTOCCCATT^ 

31- LauValHlsProGlnTrpValLauTfcrAlaAlafliftCyaLauLysX.ys 

145 AATACCCAGgTCTGQCTCqOTCGGCAaU lCC l Vl " rf<3 ACCCT^ 

TTATCGOTCCAOACCOACCCAGCCGTOTraaACAAACTCaaAC^^ 
47- AflnSarGlnValTxpLauGlyArgHiaAanLauPhaGluProGluAap 

193 ACAGGCCAGAGGGTCCCTGTCAGCCACAGCTTCCCAGACCCGCTCTAC 
TGTCCGGTCTCCCAGGGACAGTCGGTGTCGAAGGGTGTGGGCGAaATG 
63 * ThrGlyGlnArgValProValS«rH±«SarPhaProBi«ProI#«uTyr 

241 AATATGAGCCTTCTGAAGCATCAAAGCCTTAGACCAGATGAAGACTCC 
TTATACTCCOAAaACTTCGTACTTTCOaAATCTaOTCTACTTCTGAGC 
79 ► A*nMatSarLauL*uLy»Hi*GlaSarL«uAxgPraAspGluA*pSar 

289 AGCCATGACCTCATGCTGCTCCGCCTGTCAflAGCCTGCCAAQATCACA 
TCGCTACTGOAGTACGACGAGGCGGACAGTCTCOaACGGTTCTAGTOT 
95 ► S«rHi«A«pL«iiM«tI^\iI^uArgL#uB«r01uProAlaLy»Il«Thr 

337 GATOTTGTQAAGGTCCTOGGCCTGCCCACCCAGGAGCCAGCACTGGOG 
CTACAACA C T l ' C CAOGACCCGGACGGGTQQGTCCTCGQTCGTGACCCC 
111- AapValValLysValL«uGlyL«uProThrGlnGluProAlaX>*uGly 

365 ACGACCTGCTACGCCTCAGGCTGGGGCAGCATCGAACCAGAaGAGTTC 
TGGTGaACaATGCCGACTCCGACCCCGTCGTAGCTTGGTCTCCTGAAO 
127 - ThrThrCyaTyrAlaSarGl^rpGlySarXlaGluProGluGluPha 

433 TTOCGCCCCAGGAGTCTTCAflTGTGTGAGCCTCCATCTCCTGTCCAAT 

AJUrOCGGGGTCCTCAOAAGTCACACACTC 
143 » LauArgProArgS«rL#uGlaCy*ValSarXf#uHisX*«uLauSarAjn 

481 GACXTGTOTGCTAGAGCTTACTCTGAGftAGOTOACAGAGTTCATGTTG 
CTOTACACACQATCTCQAATQAGACTCTTCCACTGTCTCAAGTACAAC 
15 9 » AapMatCysAlaArgAlaTyrSarGluLysValThrGluPhaMatLau 

529 TCTOCTOOaCTCTaaACAGO^ 

ACACGACCCaAGACCTGTCCACGATTTCTGTQA&CACCCCCACTAAaA 
175- Cy *AlaGlyX»«uTxpTlirGly01yLy •AapThxCysOlyGlyAapflar 

577 GGGGGTCCACTTGTCTGTAATGGTGTGCTTCAAGCTATCACATCATOQ 
CCCCCAGOraAACAOACATTACCACACQAAGTTCCATAGTGTAGTACC 
191- GlyGlyProI^uValCysAjnGlyValLauainGlyXltThrSar'rrp 

625 GGCCCTGAGCCATaTaCCCTaCCTGAAAA^CCTOCTGTGTACAC^ 

CCOGaACTCGOTACACGGGACGGACTTTTCGGACGACACATGTGOTTC 
207 - GlyProGluProCyaAlaLauProGluLysPraAlaValTyrThrLy* 

67 3 GTGQTGCATTACCGGAAGTGGATGAAGTACACCATCGCAGCCAACCCC 
GACGACGTAATGGCCTTCACCTAGTTGATGTGGTAGCGTCGGTTGGGG 
223 ► ValValHisTyrArgLyaTrpIlaLyiTyxThrllaAlaAlaAsaPro 

721 TGAGTGCCCCTGTCCCACCCCTACCTCTAGTAAACTGCAG 
ACTCACGGGGACAGGGTGGGGATGGAGATCATTTGACGTC 
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1 GTTCCCCTGATCOUnCTCCraTTGTGGGAaG^ 

CACG<3<MXGTXGCTCXGXGCCTAACACCCTCC(^ 
1 > v&IProl««uXlttGlnSttrArgXX«ValGlyaiyTrpGXuCysGXuLysHi«S«rGlnFro 

61 TCWCAGCWOaCTaTOTACAGTCATGffliTGGGCA^ 

ACCGTCCACCaACACATGTCACTACCTACCCaTGTGACACC^ 
21* TrpGlnValAlAValTyrS«rHisGlyTrpAlmHiflCysGlyGlyVAlx««uV&XHisPro 

121 GJU7TGGGTGCTCXCAGCTGCCCXTTGCCTAAAGAAGAXTAGCCAGGTCTGGCT 

GTCACCCACGAGTGTCGACGGGTAACGGATTTCTTCTTATCGGTCCAGACCGACCCAGCC 
41* 01nTrpValL«uTlirXlaAlaHi«Cy»L«uLy»Ly«AaiiS«rGlnValTrpI*«uGlyArg 

181 CACAACCTGTTTGAGCCTGAAOACACXGGCCAGAGGGTCCCTGTCAGCC^ 

GTGTTGGACAAACTCGGXCTTCTGTGTCCGGTCTCCCAGGGACXGTCGGTGTCGXXGGGT 
61* HlsAsxiLttuPhttGluProGliUUpThrGlyGlnArgValProValS«rBi.sSflrP2i«Pro 

241 CACCCGCTCTACAATATGAGCCTTCTOAAGCATCAAAGCCCT^ 

GTGGGCGAGATGTTATACTCGGAAGACTTCGTAGTTTCGGAATCTGGTCTACTTCTaAGG 
81** BisProL«uTyrAsaH«t S«rX^uL«uIiysBlsGlxiS«rL«uArgProA«pGlxiA<pSM 

301 AGCCATGACCTCATGCTGCTCCGCCTGTCAGXGCCTGCCAAaATCACAaATGTTGTGAAG 
TCGGTACTGGAGTACGACGAGGCGGACAGTCTCGGXCGGTTCTAGTGTCTAjCAACACTTC 
101* S«rHicA«pL«uH«tI^uI««uArgL«uSttrGluProAlALyaIl«ThrAflpValValLys 

361 (TTCCTGGGCCTOCCCACCCAGGX^ 

CAGGACCCGGACGGGTGGGTCCTCGGTCGTGACCCCTGGTGGACGATGCGGAGTCCGACC 
121*- VAlI^uGlyI^tiProThrGlnGluProAl^I#4u01yThrThrCy«TyrAlAS*rGlyTrp 

421 GGCAflCATCGAACCAaAGQA GT T C TT Q CGCCCCAGQAGTCTra 

CCGTCGTAGCTTGGTCTCCTCAAGAACGCGGGGTCCTCAGA\GTCACACACTCGGAGGTA 
14 1* 01yS*rIl«GluProGluaiuPh«I*«uArgProAroS«rL«uGlnCy«V*lS«rL«iiHi» 

481 CTCCTGTCCAATGACATGTGTGCTAGAGCTTACTCTGAGAAGGTGACAGAGCT 

GAQGACAGGTTACTGTACACACGXTCTCGA\TGAGACTCTTCCACTGTC^ 
1 6 1 ► L«uL«u3«rA«&A«pM« t CyaAl &Ar gAlaTyr S«rGluI*y ■ ValThrGluPh«M« t L*u 

541 TGTGCTGGOCTCTGOACAGGTGGTAAAaACACTTOTGGGGGTG^ 
ACACGACCCGAGACCTGTCCACCATTTCTGTGAACACCCCCACT 
181* Cy«Al*01yL«uTrpThrGlyGlyLy«AjpThrCy*GlyGlyA«pS«rGly01yProl^u 

601 GTCTGTAATGGTOTGCTTCAAOGTATCACATCATGGGOCCCTaAGCCATGTO 
CAflACATTACC A C AC QAACTTCCATACTCTAQTACCCCQCCACTC 

201* V«lCysAsnGlyV%U««uGlaGlyZl«ThrSttrTrpGlyProGluProCysAlAZ««uPro 

661 GAAAAGCCTGCTGTGTACACCAAGGTGOTGCATTACCGGAAGTGGATCAAGT^ 

CTTTTCGGACGACACATGTGGTTCCACCACGTAATGGCCTTCACCTAGTTCATGTGCTAG 
2 2 1 ► GluLy ■ Pr oAl*ValTyrThrLy»Va!ValHi «Tyr Ar gLyiTxpI l«l*y «TyrThr II • 

721 GGAGCCAACCCCTGAOTGCCCCTGTCCCACCCCTACCTCTAGTAAA 
CGTCGGTTGGGGACTCACGGGOACAGGGTGGGGATGaAGATCATTT 
241- AlaAl«A»nPro 
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BUDAPEST TREATY ON THE INTERNATIONAL RECOGNITION OF 
THE DEPOSIT OF MICROORGANISMS FOR THE PURPOSES OF PATENT PROCEDURE 

INTERNATIONAL FORM 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT ISSUED PURSUANT TO RULE 7.3 
AND VIABILITY STATEMENT ISSUED PURSUANT TO RULE 10.2 

To: (Nam* and Address of Depositor or Attorney ) 

Hybrttoch* Inc. 

Attn: Ru-Shya Uu _ 

P.O. Box 269006 ... j> 

San Diego, CA 92196-9000 " 

Dapoaltad on Behalf of: Hybritech, Inc* 

Identification Reference by Depositor ATCC Designation 

Mouse hybridoma cells, HK1A523.5 HB-1 1 976 

The deposit was accompanied by: _ e scientific description _ e proposed taxonomic description 
indicated above. 

The deposit was received April 18. 1995 by this Intemationsi Depository Authority and has been 
accepted. 

AT YOUR REQUEST: 

We will Inform you of requests for the strain for 30 years* 

The strain wHI be made available if a patent office signatory to the Budapest Treaty certifies one's right 
to receive, or if a U.S. Patent ie issued dtJng the strain and ATCC is instructed by the United State* 
Patent & Trademark Office or the depositor to release said strain. 

If the culture should die or be destroyed during the effective term of the deposit* It shell be your 
reeponsibJRty to replace k with Uvtng culture of the same. 

The strain will be maintained for a period of at least 30 yeers sfter the data of deposit and for a period 
of at Isest five years after the most recent request for e sample. The United States and msny other 
countries are signatory to the Budapest Treaty. 

The viability of the culture dted above was tasted Aorfl 2d. 199S. On thst date, the culture wee 
viable. 

International Depository Authorfty: American Type Culture Collection, RockvflJe, Md. 20852 USA 
Signature/ of person having authority to reocessnt ATCC: 

Dste: MIY2. 1995 

L. Bade, Director, Potent Depository 
cc: Ten Howe 




American Type Culture CS5S^on / ^ ^ 
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BUDAPEST TREATY ON THE INTERNATIONAL RECOCTnTinFffiir I 
THE DEPOSIT OF MICROORGANISMS FOR Till; PURPOSES OF PATENT PROCEDURE 

INTERS A TIONA \. FORM 

RECEIPT IN THE CASE OF AN ORIGINAL DEPOSIT ISSUED PURSUANTJOA^E7.?.rV 
AND VIABILITY STATEMENT lSSUi;i) PURSUANT TO RULffiWKfoB**- % 

To: (Nam* and Address of Depositor or Attorney) ^ -~ 

Charles Young, Ph.D. 



Guggenheim 1711 
Mayo Clinic 
200 First Street SW 
Rochester, MN 55S05 

Deposited on Behalf of: Charles Young, Ph.D., Mayo Clinic 

Identification Reference by Depositor: ATCC Designation 

Escherichia coli HB101, pphK2/pVL1393 69614 

The deposit was accompanied by: a scientific description a proposed taxonomic description 

indicated above. 

The deposit was received Mav 2 1994 by this International Depository Authority and has been 
accepted. 

AT YOUR REQUEST: 

X We will nja inform you of requests for tho strain. 

The strain will be made available if a patent offico signatory to the Budapest Treaty certifies one's right 
to receive, or if a U.S. Patent is issued citing tho strain. 

If the culture should die or be destroyed during the effective term of the deposit, it shall be your 
responsibility to replace it with living culture of the same. 

The strain will be maintained for a period of at least 30 years after the date of deposit, and for a period 
of at least five years after the most recent request for a sample. The United States and many other 
countries are signatory to the Budapest Treaty. 

The viability of the culture cited above was tested Mav 4. 1 994 . On that date, the culture was viable. 
International Depository Authority: American Type Culture Collection, Rockville, Md. 20852 USA 
Signature of person having authority to represent ATCC: 

(^&64l+X pHftGuicfl^ 0atft . M?Y A 1994 

Bobbie A. Brandon, Head. ATCC Patent Depositor^ 

cc: Warren WoessnerV' 
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Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 
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